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Abstract

Background: The objective of this study was to characterize the in vitro and in vivo properties of the F(ab’)2
fragment of panitumumab and to investigate its potential for imaging and radioimmunotherapy.

Methods: The panitumumab F(ab’)2 was generated by enzymatic pepsin digestion. After the integrity and
immunoreactivity of the F(ab’)2 was evaluated, the fragment was radiolabeled. In vivo studies included direct
quantitation of tumor targeting and normal organ distribution of the radiolabeled panitumumab F(ab’)2 as well as
planar g-scintigraphy and PET imaging.

Results: The panitumumab F(ab’)2 was successfully produced by peptic digest. The F(ab’)2 was modified with the
CHX-A"-DTPA chelate and efficiently radiolabeled with either 111In or 86Y. In vivo tumor targeting was achieved with
acceptable uptake of radioactivity in the normal organs. The tumor targeting was validated by both imaging
modalities with good visualization of the tumor at 24 h.

Conclusions: The panitumumab F(ab’)2 fragment is a promising candidate for imaging of HER1-positive cancers.

Background
Monoclonal antibodies (mAb) have been used in medi-
cine for nearly three decades for purposes including
imaging and therapy due to their selectivity for specific
targets [1]. While intact monoclonal antibody molecules
are still most commonly used, they may not necessarily
be the most efficient or desired molecular form depend-
ing on the application. Because of their relatively large
size (approximately 150 kD), intact mAbs tend to have
unfavorable imaging kinetics, relatively poor tumor
penetration, and present with the potential for eliciting
host antibody responses [2-7]. The solution to these
myriad obstacles has been to reduce the size of intact
antibodies to smaller forms or fragments, achieved
either through enzymatic cleavage or by genetic engi-
neering. The latter strategy requires a serious commit-
ment of time and resources while enzymatic methods

for generating monovalent or bivalent fragments of a
mAb is somewhat facile with a lesser investment
incurred.
The bivalent F(ab’)2 antibody fragment can be gener-

ated by cleaving the antibody on the carbonyl side of
cysteinyl residues, below the disulfide bonds with pepsin
[8]. This results in an Fc and an F(ab’)2 fragment [9].
The removal of the Fc portion during digestion also
removes the potential of binding with Fc receptors thus
reducing non-specific interactions [10]. The average
molecular weight of the F(ab’)2 fragment is approxi-
mately 110 kD.
Radiolabeled mAbs are utilized in applications that

include monitoring of tumor response to therapy, detec-
tion of metastatic lesions, dosimetric calculations, and
therapy [10,11]. Again, mAb fragments may be prefer-
able for several reasons. The removal of the Fc segment
could reduce the non-specific distribution in vivo of the
mAb via the Fc receptors found on normal cells. F(ab’)2
fragments differ in their pharmacokinetic characteristics
compared to intact antibodies resulting in distinct blood
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clearance and tumor localization patterns, clearing faster
from the circulation than intact antibody while demon-
strating better penetration into tumor sites [7,12-19].
The rapid clearance from the blood compartment by
F(ab’)2 results in a higher signal-to-noise ratio at earlier
time points. A more favorable scenario for the imaging
of patients is thus provided.
The smaller size and rapid clearance of antibody frag-

ments such as F(ab’)2 should also lower their immuno-
genicity potential, reducing the risk of patients
developing a humoral response against the antibody
fragment, and potentially permitting repeated treatment
of patients [20]. The ability to administer multiple doses
of mAb for either therapy or imaging has not been a tri-
vial consideration in the management of cancer patients.
Panitumumab (ABX-EGF, Vectibix™, Amgen, Thou-

sand Oaks, CA, USA) is a fully human IgG2 mAb that
binds to the epidermal growth factor receptor (EGFR)
with high affinity [21]. Panitumumab gained FDA-
approval in 2006 for the treatment of patients with
EGFR expressing metastatic colorectal carcinoma with
disease progression while on or following fluoropyrimi-
dine-, oxaliplatin-, or irinotecan-containing chemother-
apy regimens [22]. Panitumumab has been well
tolerated in clinical trials and as a result, close observa-
tion of patients has not been required nor has pre-medi-
cation with antihistamines [23]. The intact antibody has
been shown to be successfully radiolabeled with 111In in
high yields and has demonstrated excellent tumor tar-
geting with low normal tissue uptake [24,25]. Panitumu-
mab has also been successfully used for positron-
emission tomography (PET) imaging using 86Y [26,27].
Extensive studies have been performed on the intact

panitumumab; to date, there are no reports utilizing a
fragment of panitumumab for either imaging or thera-
peutic applications. This paper represents the first
in vitro and in vivo characterization of panitumumab
F(ab’)2 fragment with an emphasis on its evaluation
towards both imaging and therapeutic applications.

Materials and methods
Preparation of F(ab’)2 fragments
Panitumumab (Amgen) was dialyzed against 0.1 M
sodium acetate, pH 4, using a 10 kD molecular-weight
cut-off (MWCO) dialysis cassette (Pierce, Rockford, IL,
USA). The solution was changed three times a day over
the course of 4 days. The total quantity of recovered
protein was determined by absorbance at 280 nm. To
determine the optimal digestion time, panitumumab
(250 μg) was digested at 37°C for 1, 2, 4, 6, 8 h and
overnight with 2% (2.5 μg) pepsin (Sigma, St.Louis, MO,
USA). Enzymatic activity was halted with the addition of
25 μL of 0.15 M carbonate solution. The digests were
then analyzed by polyacrylamide gel electrophoresis

(sodium dodecyl sulfate (SDS)-PAGE) using a 4-20%
tris-glycine gel (Invitrogen, Carlsbad, CA, USA); samples
without pepsin kept at 4°C and 37°C were included for
comparison. Samples (25 μg) were applied to the gels
both with and without b-mercaptoethanol in the sample
buffer.
Larger preparations of panitumumab F(ab’)2 were then

generated in two stages. Conditions of the peptic digest
were confirmed by producing F(ab’)2 fragments using
100 mg of panitumumab. Following an overnight diges-
tion with 2% pepsin at pH 4 in 0.1 M sodium acetate,
the preparation was analyzed by size-exclusion high-per-
formance liquid chromatography (SE-HPLC) and then
dialyzed against phosphate-buffered saline (PBS) over
the course of 4 days, three changes per day. The final
protein concentration of the panitumumab F(ab’)2 was
determined by the Lowry method using a BSA standard
[28] and the product was analyzed by SDS-PAGE. Upon
completion of the analysis, F(ab’)2 fragments were then
prepared from 1 g of panitumumab. In this situation, a
tangential flow filtration system (Millipore, Billerica,
MA, USA) was used to exchange the preparation into
PBS.
F(ab’)2 fragments of trastuzumab and HuM195, an

anti-CD33 mAb (a gift from Dr. McDevitt, Memorial
Sloan Kettering Cancer Center) were also prepared
using the conditions described for panitumumab.

Conjugation and radiolabeling of panitumumab F(ab’)2
Panitumumab F(ab’)2 was conjugated with the bifunc-
tional acyclic trans-cyclohexyl-diethylenetriamine-pen-
taacidic acid (CHX-A"-DTPA) chelate by a modification
of established methods using fivefold, tenfold, and 20-
fold molar excess of chelate to panitumumab F(ab’)2
[29,30]. The final concentration was determined by the
Lowry method. The average number of CHX-A"-DTPA
molecules linked to the panitumumab F(ab’)2 was deter-
mined using a spectrophotometric assay based on the
titration of yttrium-Arsenazo(III) complex [31]. The
HuM195 F(ab’)2 fragment was conjugated with a tenfold
molar excess of CHX-A"-DTPA.
Radiolabeling of the panitumumab F(ab’)2-CHX-A"-

DTPA with either 111In or 86Y was performed as pre-
viously described [32]. Radio-iodination of panitumumab
(50 μg) with Na125I (0.5-1 mCi; PerkinElmer, Shelton,
CT, USA) was performed using Iodo-Gen (Pierce Che-
mical, Rockford, IL, USA) [29,33].

Cell culture
LS-174T cells, kindly provided by Dr. J. Greiner, NCI,
were grown in Dulbecco’s Modified Eagle’s Medium,
supplemented with 10% FetalPlex (Gemini Bio-Products,
Woodland, CA, USA), 1 mM L-glutamine and 1 mM
non-essential amino acids (NEAA). All media and
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supplements were obtained from Quality Biological
(Gaithersburg, MD, USA) or Lonza (Walkersville, MD,
USA). The cells were maintained in a 5% CO2 and 95%
air-humidified incubator.

Radioimmunoassays
The immunoreactivity of the panitumumab F(ab’)2 was
evaluated in a competition radioimmunoassay using pur-
ified human epidermal growth factor receptor (hEGFR;
Sigma-Aldrich). Fifty nanograms of hEGFR in 100 μL of
PBS containing Mg+2 and Ca+2 was added to each well
of a 96-well plate. Following an overnight incubation at
4°C, the solution was removed and 1% bovine serum
albumin (BSA) in phosphate-buffered saline (BSA/
PBS,150 μL) was added to each well for 1 h at ambient
temperature. The solution was removed and serial dilu-
tions (1,000-17 ng) of the panitumumab F(ab’)2 (50 μL)
were added to the wells in triplicate; one set of wells
received only BSA/PBS. After adding 125I-panitumumab
(28 nCi in 50 μL) to each well, the plates were incu-
bated at 37°C. At the end of the 4 h incubation, the
solution was removed and the wells were washed three
times with BSA/PBS. The radioactivity was removed
from the wells by adding 0.2 N NaOH and adsorbing
the liquid with cotton filters. The filters were then
placed in 12 × 75 mm polypropylene tubes and counted
in a g-counter (WizardOne, Perkin Elmer, Shelton, CT,
USA). The percent inhibition was calculated using the
control (no competitor) and plotted. The panitumumab
fragment was compared to intact panitumumab. Trastu-
zumab F(ab’)2 was used as a negative control. All values
were corrected for on a nanomolar basis.
The immunoreactivity of the 111In-panitumumab

F(ab’)2 was assessed in a radioimmunoassay as detailed
previously using purified hEGFR [29,34]. Serial dilutions
of 111In-CHX-A"-panitumumab F(ab’)2 (approximately
200,000 to 12,500 cpm in 50 μL of BSA/PBS) were
added to the wells of a 96-well plate coated with 100 ng
of hEGFR in duplicate. Following a 4 h incubation at
37°C, the wells were washed, the radioactivity removed
and counted in a g-scintillation counter. The percentage
binding was calculated for each dilution and averaged.
The specificity of the radiolabeled panitumumab F(ab’)2
was confirmed by adding 10 μg of unlabeled panitumu-
mab to one set of wells.

In vivo studies
Quantitation of tumor targeting
All animal care and experimental protocols were
approved by the National Cancer Institute Animal Care
and Use Committee. The in vivo behavior of the radio-
immunoconjugate (RIC) F(ab’)2 was assessed using LS-
174T tumor bearing athymic mice (Charles River
Laboratories, Wilmington, MA, USA). Four- to six-week

old female mice received either subcutaneous (s.c.)
injections in the flank with 2 × 106 cells in 0.2 mL of
media containing 20% Matrigel ™(Becton Dickinson,
Bedford, MA, USA) or intraperitoneal (i.p.) injections of
1 × 108 cells in 1 mL of media. Animals bearing s.c.
tumors were used for the in vivo studies when the
tumor diameter measured 0.4-0.6 cm. Mice with i.p.
xenografts were utilized in studies at 4-5 days post-
tumor implantation.
Tumor targeting was quantitated by injecting mice

(n = 5 per time point) intravenously (i.v.) via tail vein or
i.p. with 111In-CHX-A"-panitumumab F(ab’)2 (approxi-
mately 7.5 μCi). The mice were euthanized at 24, 48, 72,
96, and 168 h. The blood, tumor, and major organs
were collected, wet-weighed, and counted in a g-scintil-
lation counter. The percentage of injected dose per
gram (%ID/g) was determined for each tissue. The
averages and standard deviations are also presented.
Blood pharmacokinetics
Blood pharmacokinetics were performed with non-
tumor bearing (n = 5) and mice (n = 5) bearing
LS-174T (s.c. or i.p.) xenografts. 111In-CHX-A"-panitu-
mumab F(ab’)2 (approximately 7.5 μCi in 200 μL PBS)
was administered by i.v. or i.p. injection, blood samples
(10 μL) were collected in heparinized capillary tubes and
the radioactivity measured in a g-scintillation counter.
The percent injected dose per milliliter (%ID/mL) was
calculated for each of the samples and the average with
the standard deviation plotted for each time point.
Imaging
g-Scintigraphy was performed with tumor bearing mice
to further validate the 111In-CHX-A"-panitumumab
F(ab’)2 tumor targeting. Imaging studies were performed
with s.c. tumor bearing mice (n = 4) given i.v. injections
of 111 In-CHX-A"-panitumumab F(ab’)2 (approximately
100 μCi in 0.2 mL PBS). The mice were chemically
restrained with 1.5% isoflurane (Abbott Laboratories,
North Chicago, IL, USA) delivered in O2, using a model
100 vaporizer (SurgiVet, Waukesha, WI, USA) at a flow
rate of approximately 1.0 L/min. Images (100,000
counts) were acquired at 24, 48, 72, and 96 h using
MONICA (Mobile Nuclear Imaging Camera, NIH,
Bethesda, MD, USA) [35]. Images were analyzed using
NucLear Mac software (Scientific Imaging, Inc., Crested
Butte, CO, USA).
PET imaging study was performed using the Advanced

Technology Laboratory Animal Scanner (ATLAS,
National Institutes of Health, Bethesda, MD, USA) as
previously described [32-34]. Whole-body imaging stu-
dies (six bed positions, total acquisition time of 1 h per
mouse) were carried out on mice anesthetized with 1.5%
isoflurane on a temperature-controlled bed as described
previously [27]. In brief, LS-174T tumor-bearing female
athymic mice were injected i.v. with approximately
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100 μCi of 86Y-CHX-A"-DTPA-panitumumab F(ab’)2.
The reconstructed images were processed and analyzed
using AMIDE (A Medical Image Data Examiner) soft-
ware program. To minimize spillover effects, regions of
interest (ROIs) were drawn to enclose approximately
80-90% of the organ of interest, avoiding the edges. To
minimize partial-volume effects caused by non-uniform
distribution of the radioactivity in the containing
volume, smaller ROIs were consistently drawn to
enclose the organ. Upon completion of the imaging ses-
sion, the mice were euthanized and biodistribution stu-
dies were performed to determine the correlation
between PET-assessed in vivo percent of injected dose
per cubic centimeter and biodistribution-determined
percent of injected dose per gram.

Results
The studies as performed were designed to evaluate the
in vitro and in vivo properties of the panitumumab-
CHX-A” F(ab’)2 fragment and assess the potential of
this molecule for imaging and therapeutic applications.
To determine the optimal (digestion) cleavage time, 2%
pepsin was added to 250 μg panitumumab and incu-
bated at 37°C. Aliquots were removed at 1, 2, 4, 6, 8,
and 18 h. As determined by SDS-PAGE, near complete
pepsin digestion of panitumumab to a F(ab’)2 fragment
appears to occur after 8 h, evident in Figure 1 by the
loss of the higher-molecular-weight band of the intact
IgG under non-reducing conditions (Figure 1a) and the
transition of the heavy-chain band to a lower molecular
weight when subjected to reduction with b-mercap-
toethanol (Figure 1b).
Having determined the incubation time for the peptic

digestion, 100 mg of panitumumab was digested over-
night with 2% pepsin. When analyzed by SDS-PAGE, as
expected, major bands were visualized corresponding to
a molecular weight (Mr) of 79.4 under non-reducing
conditions while two bands were evident at 25.1 and
22.4 kD after reduction (Figure 2a). Lower-molecular-
weight (LMW) species at approximately 38 and 22 kD
were also evident under non-reducing conditions. These
LMW species, with a retention time of 24.2 min on SE-
HPLC, comprised 30.5% of the reaction mixture, most
likely representing pepsin and the Fc fragment (data not
shown). The retention time of the panitumumab F(ab’)2
was 36 min by SE-HPLC, consistent with a Mr of 89.1
kD using tandem TSK2000 and 4000 columns for the
analysis. Following buffer exchange to phosphate-buf-
fered saline and subsequent concentration of the F(ab’)2
preparation using an Amicon Centriprep with a MWCO
of 50 kD, the final product was again analyzed by SDS-
PAGE and SE-HPLC: the LMW was no longer present
as shown in Figure 2b. A final yield of 37.3 mg of

panitumumab F(ab’)2 was obtained as determined by
protein quantitation by the Lowry method.
The peptic digest appears to have a modest effect on

the immunoreactivity of the panitumumab F(ab’)2 frag-
ment. When analyzed in a competition radioimmunoas-
say, depicted in Figure 3, the concentration for 50%
inhibition (IC50) for intact panitumumab IgG was 0.5
nM while the IC50 for the panitumumab F(ab’)2 was 1
nM.
Evaluating the potential of the panitumumab F(ab’)2

for clinical imaging and radioimmunotherapy applica-
tions would require larger quantities of the F(ab’)2.
Therefore, a peptic digestion was performed with 1 g of
panitumumab. As with the previous preparation, LMW
species were detected by SE-HPLC which comprised
approximately 34% of the digest mixture. For this larger
preparation, a tangential flow filtration system with a 50
kD MWCO was used to eliminate the LMW species,
exchange the buffer, and to also concentrate the F(ab’)2.
The final product, analyzed by SDS-PAGE and SE-
HPLC, was found to be comprised of a single product
consistent with the Mr of a F(ab’)2 (data not shown).
The final yield of this preparation was appreciably
higher than the digestion of 100 mg with a final yield of
56%.
A trial conjugation of the panitumumab F(ab’)2 with

the acyclic ligand, CHX-A"-DTPA was then performed
at a molar excess of 5:1, 10:1, and 20:1. These reactions
resulted, respectively, in an average chelate to protein
ratio of 2.9, 1.7, and 5.6 (Table 1). The immunoconju-
gates were evaluated in a competition radioimmunoas-
say to determine if the modification affected the
immunoreactivity of the panitumumab F(ab’)2 fragment.
The modification with the CHX-A"-DTPA chelate had
minimal effect on the immunoreactivity of the panitu-
mumab F(ab’)2 (Table 1). The IC50 for the 2.9, 1.7, and
5.6 was 0.6, 0.7, and 0.7 nM, respectively, compared to
the unmodified panitumumab F(ab’)2 IC50 of 0.5 nM.
Each of the immunoconjugate preparations were radi-

olabeled with 111In and their characteristics compared.
The specific activities ranged from 1.9 to 14.8 μCi/μg,
with the labeling efficiency ranging from 13.9% to 49.4%
(Table 1). When the radiolabeled panitumumab F(ab’)2
fragments were incubated with purified hEGFR for 4 h
at 37°C, 54.7% to 59.5% of the radioactivity was bound.
The addition of 10 μg of unlabeled fragment, which
reduced the percentage of bound radioactivity to an
average of 3.5%, demonstrated the specificity of the
RICS. Specificity of the radioimmunoassay was also
demonstrated with the lack of binding (1.8%) with 111In-
HuM195 F(ab’)2. Based on these data, the preparation
with 1.7 chelates, from the 10:1 molar excess reaction,
was chosen for the remaining studies. In subsequent
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assays, specific binding of the RIC with hEGFR was as
high as 72%.
Biodistribution studies were performed to quantitate

tumor targeting and to determine the normal organ dis-
tribution of the 111In- CHX-A"-panitumumab F(ab’)2
fragment. Athymic mice bearing LS-174T xenografts
were injected (i.v.) with 111In- -panitumumab F(ab’)2
(approximately 7.5 μCi), the results are presented in
Table 2. At 24 h, the percentage of injected dose per
gram of the 111In-panitumumab F(ab’)2 in tumor was
21.42 ± 7.67 and remained at this level for 72 h at

which time the percentage of injected dose per gram
was 21.55 ± 6.22. The percentage of injected dose per
gram then decreased to 8.01 ± 3.65 by 168 h. Of the
normal organs, the highest percentage of injected dose
per gram (13.13 ± 2.34) was observed in the kidney at
24 h which decreased to 2.66 ± 0.46 by 168 h. The next
highest normal organ uptake was observed in the liver
with a percentage of injected dose per gram of 8.01 ±
1.63 at 24 h that decreased to 3.38 ± 0.67 by 168 h. The
blood percentage of injected dose per gram was 6.84 ±
2.30 at 24 h, but then steadily decreased to 0.08 ± 0.02
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b
Figure 1 SDS-PAGE analysis of peptic digest of panitumumab IgG. Panitumumab was subjected to digestion with 2% pepsin at 37°C. At the
specified time points, samples were neutralized and stored at 4°C until analyzed. The peptic digests were analyzed under non-reducing (a) and
reducing (b) conditions.
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by the end of the study (168 h). All other organs began
with their highest percentage of injected dose per gram
at 24 h and steadily decreased to the end of the study.
The blood pharmacokinetics of 111In-panitumumab

F(ab’)2 was evaluated in tumor- and non-tumor-bearing
mice following i.v. and i.p. administration. In the
absence of a tumor burden, i.v. injected RIC demon-
strated a clearance from the blood compartment
that was nearly twofold slower, for the both T1/2a- and
T1/2b phase, than what was obtained in mice bearing s.
c. LS-174T xenografts (Table 3). When non-tumor bear-
ing mice were injected with the RIC by an i.p. route, the
T1/2b phase was similar to what was obtained for the i.v.
injected route; 18.6 h for the i.v. injected group and 19.3
h for the i.p.-injected group. In contrast to the i.v.-

injected sets of mice, the clearance (T1/2b phase) of the
RIC following i.p. injection in the mice bearing i.p.
tumor xenografts was only 5.6 h longer than what was
obtained in the mice that were tumor free.
Tumor targeting of the panitumumab F(ab’)2 was also

validated through the use of two imaging modalities,
planar g-scintigraphy, and positron-emission tomogra-
phy (PET). The s.c. LS-174T tumors on the rear flank of
the mice were clearly visualized by planar g-scintigraphy
(Figure 4a). Over the 4-day period that images were col-
lected, not only does the 111In-labeled panitumumab
remain in the tumor, but the RIC clears from the body.
Imaging was also performed with 86Y-CHX-A"-DTPA-

panitumumab F(ab’)2 on the ATLAS. Mice bearing the
LS-174T xenografts were injected i.v. with approximately
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Figure 2 SDS-PAGE analysis of panitumumab F(ab’)2. The panitumumab F(ab’)2 was evaluated by SDS-PAGE before (a) and after (b) the final
step of buffer exchange and concentration using a Centriprep centrifugal filtration device. The fragment was applied to a 4-20% gel in the
absence and presence of b-mercaptoethanol.
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100 μCi (3 μg) of 86Y- panitumumab F(ab’)2. Images were
taken at 24 and 48 h; after the 48 h images were col-
lected, the mice were euthanized and the tumor, blood,
and normal organs were harvested to obtain direct
counts to correlate with the quantitation by imaging. All
of the tumors were clearly visualized for both days fol-
lowing injection of the RIC as shown in the maximum
intensity image (Figure 4b). The blood pool (heart, lungs,
liver) is visible in these images, but it appears to have
decreased on the second day while the tumor uptake

increased. Specificity is demonstrated by reduction in
tumor uptake when 0.1 mg of unlabeled panitumumab
was co-injected with the 86Y-labeled panitumumab F(ab’)2
(Figure 4c).
Direct quantitation of the distribution of 86Y-panitu-

mumab F(ab’)2 fragment in the liver and tumor provided
results similar to what was obtained with the 111In-
labeled fragment (Figure 5a). The percentage of injected
dose per cubic centimeter calculations from the images
correlated (Table 4) with the ex vivo percentage of
injected dose per gram quantitation (r2 = 0.91, p =
0.89). Finally, when the specific activity of the 86Y-pani-
tumumab F(ab’)2 was lowered by the addition of 15 μg
of panitumumab F(ab’)2 (Figure 5b); no mass effect was
observed in the level of radioactivity in the blood,
tumor, or normal organs as determined by imaging and
ex vivo quantitation (Figure 5c and Table 4).
As a prelude to: (1) utilizing the panitumumab F(ab’)2

for monitoring response to radioimmunotherapy and (2)
exploiting the panitumumab F(ab’)2 as a targeting vector
for radioimmunotherapy of disseminated peritoneal dis-
ease, direct quantitation of intraperitoneal (i.p.) tumor
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Figure 3 Evaluation of panitumumab F(ab’)2 immunoreactivity in a competition radioimmunoassay . The immunoreactivity of
panitumumab F(ab’)2 (white circle) for purified EGFR was compared to panitumumab IgG (filled circle). The F(ab’)2 of the anti-HER2 mAb,
trastuzumab, (downward-pointing filled triangle) was used as a negative control.

Table 1 In vitro analysis of panitumumab F(ab’)2
conjugated with CHX-A"-DTPA.

Chelate:mAb ratio (molar excess)

Panitumumab F(ab’)2 HuM195 F(ab’)2
Analysis 0 5× 10× 20× 10×

IC50 (nM) 0.5 0.6 0.7 0.7 0

Specific activity (mCi/mg) - 1.9 14.8 2.9 9.4

Labeling yield (%) - 13.9 49.4 24.4 50

Chelate:protein ratio - 2.9 1.7 5.6 0.6

Percent binding - 59.5 59.4 54.7 1.8
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xenograft targeting was performed. The targeting of i.p.
tumors by 111In-panitumumab F(ab’)2 was evaluated
using both an i.p. and i.v. injection route, the results of
which are presented in Figure 6. Not unexpectedly, i.p.
administration of the RIC resulted in excellent targeting
of the i.p. tumors (Figure 6a). Peaking at 48 h, the
tumor percentage of injected dose per gram was 45.67 ±
3.79 and declined to 8.50 ± 3.63 at 168 h. When mice
bearing i.p. tumor xenografts were given an i.v. injection
of the RIC, the peak tumor percentage of injected dose
per gram was at a similar level to the aforementioned
experiment; however, this maximum did not occur until
72 h (Figure 6b). The pattern of normal organ distribu-
tion in these last two studies was similar to what was
obtained with the i.v. injected 111In-labeled panitumu-
mab F(ab’)2 already discussed.

Discussion
The in vivo and in vitro properties of the intact panitu-
mumab mAb has been previously described by Ray et al.
[25] which included imaging by planar g-scintigraphy.
The potential of imaging EGFR-positive tumors for pur-
poses of monitoring disease response to therapy and
performing dosimetric calculations was successfully
extended to PET imaging with 86Y-panitumumab
[26,36]. While the 111In-CHX-A"-panitumumab demon-
strated tumor uptake in LS-174T xenografts [25], maxi-
mal localization of the intact mAb does not occur until
48-96 h post-injection [13]. The objective of this study
was to evaluate the in vivo and in vitro properties of
panitumumab F(ab’)2 fragment and to assess its utility
as a targeting agent in radioimmunodiagnostic and
radioimmuntherapeutic protocols. To date, this report
appears to be the first such characterization of a frag-
ment generated from panitumumab.
Although intact monoclonal antibodies have been con-

sidered candidates for targeted therapy due to their spe-
cificity, with their long residence time in the blood of

days to weeks, they are not ideal carriers for imaging
probes; it is extremely difficult to perform serial imaging
of less than several days [37,38]. Early studies demon-
strated that the size of antibody-based imaging agents
are inversely related to their blood clearance; the clear-
ance rate of Fab or Fab’ > F(ab’)2 > IgG [13,15]. Covell
et al. [15] found that the whole murine IgG was retained
in the (mouse) body 17 times longer than F(ab’)2. Con-
sequently, normal tissue exposure is much greater with
the intact antibody than it is for the fragment.
The Fab fragments, smaller in size, clear even faster

than an F(ab’)2 fragment and have been developed pre-
dominantly as imaging agents [13,15,39]. Their limita-
tions pertain to the fact that they are monovalent and
their molecular weight subjects them to efficient glo-
merular filtration. Monovalency often results in the loss
of functional affinity and reduces the binding strength
of the Fab or Fab’ fragment as compared to the F(ab’)2
or IgG [39,40]. In 1983, Wahl and colleagues reported
on a direct comparison of three radio-iodinated mAb
forms, anti-CEA IgG, F(ab’)2 and Fab using g-scintigra-
phy. Interestingly, the F(ab’)2 exhibited the fastest tumor
localization [14]. At 2 days post-injection of the 131I-
anti-CEA-F(ab’)2 fragment tumor was clearly visualized.
By the third day the images were equivalent to those
obtained at 11 days with the intact mAb. The authors
concluded that Fab fragments were not an optimal vec-
tor for imaging due to their rapid clearance, low accu-
mulation in tumor and high renal accumulation. Similar
observations have been noted with other mAbs. As
reviewed by Tolmachev [40], 111In-DTPA-trastuzumab-
Fab tumor uptake as compared to that of 111In-DTPA-
trastuzumab-F(ab’)2 is considerably lower. In contrast,
an early clinical imaging study conducted by Delaloye et
al. [19] compared 123I-labeled Fab and F(ab’)2 fragments
of an anti-carcinomembryonic antigen mAb in colorec-
tal carcinoma patients for the detection of disease using
emission-computed tomography. The Fab fragment was

Table 2 Tumor targeting and normal organ distribution of i .v. injected 111In- CHX-A"-panitumumab F(ab’)2. in athymic
mice bearing s.c. LS-174T xenografts

Time points (h)

Tissue 24 48 72 96 168

Blood 6.84 ± 2.30 2.28 ± 0.53 1.12 ± 0.27 0.32 ± 0.12 0.08 ± 0.02

Tumor 21.42 ± 7.67 21.12 ± 2.85 21.55 ± 6.2 16.55 ± 2.35 8.01 ± 3.65

Liver 8.01 ± 1.63 4.98 ± 0.98 4.66 ± 0.62 3.55 ± 0.62 3.38 ± 0.67

Spleen 5.43 ± 1.64 3.61 ± 0.87 3.96 ± 1.19 2.63 ± 1.12 2.09 ± 0.80

Kidneys 13.13 ± 2.34 8.27 ± 0.84 6.00 ± 1.57 5.22 ± 0.94 2.66 ± 0.46

Lung 4.40 ± 1.14 2.23 ± 0.39 1.79 ± 0.31 1.06 ± 0.21 0.8 ± 0.26

Heart 3.57 ± 1.11 2.06 ± 0.23 1.86 ± 0.30 1.20 ± 0.21 0.78 ± 0.12

Femur 2.41 ± 0.48 1.78 ± 0.41 1.67 ± 0.24 1.01 ± 0.24 0.75 ± 0.22

Athymic mice bearing s.c. LS-174T xenografts were injected with 111In- CHX-A"-panitumumab F(ab’)2 (approximately 7.5 μCi). At the indicated time points, the
mice (n = 5) were sacrificed by exsanguination; the tumor, blood, and major normal organs were harvested, wet-weighed, and the radioactivity measured. The
values represent the average percent injected dose per gram (%ID/g) of tissue along and the standard deviations.
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reported to have clearer images than those of the F(ab’)2
fragment with a higher overall detection of tumor
lesions. The authors postulate that the success of these
studies was the result of careful selection and matching
of the target, the targeting vehicle, and the radionuclide.
Based on these earlier reports and the importance of

retaining affinity/avidity, the F(ab’)2 fragment was
selected for this investigation as the targeting vehicle to
be exploited in imaging modalities, e.g., PET, planar g-
scintigraphy, MRI, and optical. In this study, F(ab’)2
fragments were successfully generated from panitumu-
mab by peptic digest and the protocol developed was
readily scaled-up. The in vitro analysis, SDS-PAGE and

Table 3 Biphasic analysis of blood pharmacokinetics of
111In- CHX-A"-panitumumab following i .v. or i.p.
administration

Tumor site Injection route Blood clearance

aa (h) b (h) r2

None i.v. 1.2 18.6 0.996

s.c. i.v. 0.6 10.4 0.998

None i.p. - 19.3 0.98

i.p. i.p. - 24.9 0.917
aNon-tumor bearing mice or mice bearing s.c. or i.p. LS-174T xenografts were
injected by intravenous or intraperitoneal injection with approximately 7.5 μCi
of 111In- CHX-A"-panitumumab F(ab’)2. Blood samples (10 μL) were drawn over
a 1-week period and measured in a g-counter. The percentage of injected
dose per milliliter plotted and the T1/2a- and T1/2b-phase values calculated
using SigmaPlot 9.

24 h 48 h 72 h 96 h

a

b

c

24 h 48 h

24 h 48 h

Figure 4 Validation of panitumumab F(ab’)2 as an imaging agent of HER1 positive tumors. (a) g-Scintigraphy was performed with mice
bearing LS-174T s.c. tumor xenografts. Following i.v. injection with approximately 100 μCi of 111In-CHX-A"-panitumumab F(ab’)2, mice were
imaged over a 4-d period. Positron-emission tomograhic (PET) using 86Y-CHX-A"-panitumumab F(ab’)2. (b) Mice bearing s.c. LS-174T xenografts
were injected i.v. with (50-60 μCi) of 86Y-CHX-A"-panitumumab F(ab’)2 and imaged 1 and 2 days post-injection of the RIC. (c) Specificity was
demonstrated by co-injecting 100 μg of panitumumab with the RIC and blocking uptake of the RIC by the tumor.
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SE-HPLC, indicated that the final product has a Mr of
79.4 and 89.1 kD, respectively, and retained immunor-
eactivity for HER1. Once the F(ab’)2 fragment was gen-
erated, conjugation with the bifunctional chelate, acyclic
CHX-A"-DTPA was performed for radiolabeling with
medically relevant radionuclides such as 111In and 86Y

which is also appropriate for radiolabeling with thera-
peutic radionuclides such as 177Lu, 213Bi, and 212Bi
[41-43]. The conjugation was performed at three differ-
ent molar ratios of chelate to panitumumab F(ab’)2. The
different ratios had minimal effect on the immunoreac-
tivity of the panitumumab F(ab’)2 as demonstrated by a
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Figure 5 Quantitation of tumor and normal organ distribution of 86Y-CHX-A’-panitumumab F(ab’)2. (a) Receptor-mediated uptake of 86Y-
CHX-A"-panitumumab F(ab’)2 of LS-174T tumor xenografts and normal organs 2 days post-injection of the RIC. Data represent the mean ± SEM
from at least three determinations. (b) The specific activity of the 86Y- CHX-A"-panitumumab F(ab’)2 was lowered by the addition of 15 μg of
panitumumab F(ab’)2. The mice were euthanized following the completion of the 48-h imaging session, the blood, tumor and normal organs were
harvested and the radioactivity measured. (c) Comparison of the 48 h ex vivo quantitation at the two concentrations of panitumumab F(ab’)2.
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competition radioimmunoassay. Furthermore, the speci-
fic binding of the immunoconjugate preparations with
hEGFR was comparable following radiolabeling with
111In. Based on the results, the 10:1 molar excess ratio
(1.7 chelate/antibody) was chosen for the remaining
studies.
This represents the first report on the use of a panitu-

mumab fragment for imaging applications. As such,
comparisons to other mAb fragments will have to suf-
fice in the discussion of the data reported herein. Smith-
Jones (2004) and co-workers conjugated the macrocyclic
ligand DOTA to trastuzumab F(ab’)2. reporting an aver-
age of 6.3 chelates per F(ab’)2 fragment and immunor-
eactivity of 81% [37]. No other in vitro assay data was
reported, i.e., assessing the effect of the fragmentation of
the mAb, or the chelate number, on the overall immu-
noreactivity of the mAb. A number of studies have
investigated the use of F(ab’)2 fragments with radio-
iodines for imaging and radioimmunotherapy, making a
direct comparison with a metallic radionuclide difficult
[12,18,19,44,45]. For example, an F(ab’)2 of the
mAb14C5 was evaluated for the radioimmunodetection
of non-small cell lung tumor xenografts [45]. Some tar-
geting was observed; however, tumors were poorly
visualized by g-scintigraphy. More promising results
were reported for the 125I-labeled F(ab’)2 fragment of
mAb B6.2 [12]. In this case, excellent tumor targeting
was demonstrated by direct quantitation studies as well
as g-scintigraphy.
In contrast to panitumumab IgG, the F(ab’)2 attains a

higher percentage of injected dose per gram in the
LS-174T s.c. tumor (21.42 ± 7.67) at an earlier time
point (24 h) than the intact IgG (13.27 ± 8.40) following

i.v. administration [25]. The F(ab’)2 fragment may not
achieve the same level of targeting, it is, however,
retained in the tumor. In contrast to the intact IgG, the
F(ab’)2 is rapidly cleared from the blood compartment,
evident by the biodistribution and pharmacokinetic data
presented. At 24 h, the blood percentage of injected
dose per gram of panitumumab F(ab’)2 is approximately
one-half of that reported for panitumumab IgG. The dif-
ferential becomes even greater by 7 days. The blood
pharmacokinetics of the panitumumab F(ab’)2 in tumor-
bearing mice reported here is consistent with that of
other F(ab’)2 fragments described in the literature [13].
Interestingly, when compared to panitumumab IgG,
there is a “reversal” of the values for the T1/2a and b
values of the tumor and non-tumor bearing mice. In the
absence of a tumor burden, the T1/2a and b for IgG was
approximately 5.2 and 3.8 times faster, respectively, than
in the presence of tumor. In contrast, the T1/2a and b of
the blood clearance for the 111In-panitumumab F(ab’)2
was approximately two times faster in the tumor-bearing
mice vs. in mice without a tumor burden. One explana-
tion for this phenomenon is that murine FcRn cross-
reacts with and will bind human IgG which results in
prolonging its half-life in the mouse [38,46]. The F(ab’)2,
lacking the Fc region, is likely cleared by phagocytic cells
of the reticuloendothelial system.
The results reported herein are comparable to studies

performed with F(ab’)2 of other mAbs. In a study with
111In-DOTA-Herceptin F(ab’)2, the tumor percentage of
injected dose per gram was 20.4 ± 6.8 after 24 h. At the
same time point, a tumor percentage of injected dose
per gram of 21.42 ± 7.67 was obtained with 111In-CHX-
A"-DTPA-panitumumab F(ab’)2. Differences between the
two studies are evident in renal uptake of the RICs. The
kidney percentage of injected dose per gram of uptake
111In-CHX-A"-DTPA-panitumumab F(ab’)2 was only
13.13% at 24 h compared to approximately 65% with
111In-DOTA -Herceptin F(ab’)2 [37]. A F(ab’)2 fragment
of the recombinant anti-L1 CAM mAb, chCE7, has also
been evaluated for PET imaging when radiolabeled with
64Cu and for radioimmunotherapy using 177Lu [47].
Maximal tumor uptake of the 177Lu-labeled RIC was
observed at 24 h with an ID/g of 14.43 while maximum
uptake for the 67/64Cu-labeled RIC occurred at 8 h.
Unfortunately, kidney uptake with either of these radi-
olabeled chCE7 F(ab’)2 preparations was greater than
what was observed in the tumor at all time points of the
study.
The panitumumab F(ab’)2 also appears to be a poten-

tial vehicle for targeting disseminated intraperitoneal
disease. Whether administered i.v. or i.p., excellent
tumor targeting of the i.p. tumor xenografts was
observed, with a tumor percentage of injected dose per
gram as high as 45.66, 2.1-fold greater than the highest

Table 4 Quantitation of tumor and liver uptake of 86Y-
CHX-A"-panitumumab F(ab’)2 by PET imaging.

Time post-injection (h)

Protein dose Blocked Organ 24 48

3 μg No Tumor 20.31 ± 1.52a 22.59 ± 1.51

Liver 12.98 ± 0.95 11.68 ± 0.43

Yes Tumor 11.37 ± 0.58 9.92 ± 0.66

Liver 12.34 ± 0.99 12.95 ± 0.88

15 μg No Tumor 20.30 ± 1.01 22.98 ± 0.84

Liver 13.84 ± 0.5 11.62 ± 1.12

Yes Tumor 11.44 ± 0.69 11.38 ± 0.96

Liver 12.60 ± 0.70 10.66 ± 0.57

The values presented are the percentage of injected dose per cubic
centimeter. Receptor-mediated uptake of 86Y-CHX-A"-panitumumab F(ab’)2 of
LS-174T tumor xenografts and normal organs 2 days post-injection of the RIC.
Data represent the mean ± SEM from at least three determinations. The
specific activity of the 86Y- CHX-A"-panitumumab F(ab’)2 was lowered by the
addition of 15 μg of panitumumab F(ab’)2.
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value calculated for the s.c. tumor following i.v. adminis-
tration. Interestingly, the peak tumor percentage of
injected dose per gram of both the s.c. and i.p. tumors
following i.v. injection occurred at 72 h whereas the
peak i.p. tumor value occurred at 48 h following i.p.
injection of the panitumumab F(ab’)2. Imaging studies,
g-scinitigraphy and PET, of the i.p. tumor model using
these two injection routes are pending.
Studies from this laboratory and others have demon-

strated the potential of panitumumab for the non-inva-
sive monitoring of HER1-positive tumors and
quantitating HER1 expression using modalities such as

g-scintigraphy, PET, and optical imaging
[24,25,36,48,49]. By evidence of the tumor targeting,
direct quantitation of tumor targeting suggests that the
111In-labeled panitumumab F(ab’)2 is stable in vivo. This
observation is also supported by the imaging studies
related herein. This attribute may be due in part to the
fact that panitumumab is of the IgG2 immunoglobulin
subclass. In a series of dual-labeled experiments,
Buchegger et al. [44] compared F(ab’)2 fragments gener-
ated from chimeric mAb of three subclasses (IgG1, IgG2,
and IgG4) directed against carcinoembryonic antigen.
The in vivo studies revealed that the IgG2 F(ab’)2
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Figure 6 Tumor and normal organ distribution of 111In-CHX-A"-panitumumab F(ab’)2 in mice (n = 5) bearing i.p. LS-174T tumor
xenografts were injected i.v. (a) or i.p. (b) with 111In-CHX-A"-panitumumab F(ab’)2 (approximately 7.5 μCi). Mice were euthanized at the
indicated times, blood, tumor, and organs were harvested, wet-weighed, and the radioactivity measured. The percentage of injected dose per
gram with the standard deviations is plotted.
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fragment had superior tumor targeting and possessed
the longest biological half-life as well. The poorest
results were obtained with the F(ab’)2 of the IgG4. The
radio-iodinated F(ab’)2 fragment of chimeric 81C6,
another IgG2 subclass mAb, has also been found stable
and suitable for imaging applications [18].
The images presented here, both planar g-scintigraphy

and PET, indicate that there is excellent uptake of the
panitumumab F(ab’)2 by 24 h with decreasing back-
ground over the course of the imaging sessions, consis-
tent with the studies conducted by Wahl and colleagues
[14]. The ex vivo quantitation of tumor and tissue
uptake (percentage of injected dose per gram) correlated
with the quantitation (percentage of injected dose per
cubic centimeter) performed from the PET images.
These data were comparable to those obtained with
panitumumab IgG, providing confidence in the sugges-
tion that the panitumumab F(ab’)2 would be useful in
assessing tumor responses to therapy (i.e., estimating
HER1 expression) and would provide accurate data for
performing dosimetric calculations for radioimmu-
notherapy [36]. The caveat to translating the imaging of
HER1 with panitumumab, either the intact IgG or a
fragment, is whether or not human hepatocytes will be
targeted. Clinical studies using 111In- or 99mTc-labeled
cetuximab reported visualization of tumor burden in
patients with squamous-cell carcinoma of the lung,
head, and neck with significant hepatic uptake of radio-
activity [50,51]. Panitumumab may prove superior in
this aspect. In pre-clinical studies, cetuximab has been
observed to have a higher hepatic uptake of radioactivity
than panitumumab [25,29].
Alternative to enzymatically generated fragments of

monoclonal antibodies are a variety of genetically engi-
neered forms (i.e., sfv, minibody, diabody, domain-
deleted) that are under evaluation for imaging and ther-
apeutic applications. The valency and molecular weight
of these mAb forms have been tailored to alter such
biological properties as their blood residence time,
tumor penetration, tumor residence time, renal clear-
ance, and catabolic susceptibility [11,39,52-54]. Renal
and hepatic uptake of many of these forms remains an
obstacle when labeled with a metallic radionuclide limit-
ing their potential for imaging to the radio-iodines or
18F.
This study demonstrates that F(ab’)2 fragments of the

anti-EGFR mAb panitumumab can be generated effi-
ciently and quickly. The immunoreactivity of the panitu-
mumab F(ab’)2 fragment is comparable to the IgG. The
immunoreactivity is retained on further modification
with the chelating agent, acyclic CHX-A"-DTPA and
subsequent radiolabeling. The study also demonstrated
tumor targeting with LS-174T xenografts. Because of

the bivalency, fast blood clearance, and deep tumor
penetration, the panitumumab F(ab’)2 fragment is a
good candidate for imaging. Studies are continuing with
the panitumumab F(ab’)2 to further evaluate the role of
panitumumab F(ab’)2 in radiological imaging, SPECT
and PET, and also for its potential role in targeted MRI.

Acknowledgements
This research was supported by the Intramural Research Program of the NIH,
National Cancer Institute, Center for Cancer Research. The authors are
grateful for the support and encouragement so kindly provided by Mr.
Elwood P. Dowd during the course of these studies.

Author details
1Molecular Imaging Program, Center for Cancer Research, National Cancer
Institute, National Institutes of Health, Bethesda MD 20892, USA
2Radioimmune and Inorganic Chemistry Section, Radiation Oncology Branch,
Center for Cancer Research, National Cancer Institute, National Institutes of
Health, 10 Center Drive MSC-1002, Bethesda MD 20892, USA

Authors’ contributions
KJW performed the in vitro and in vivo studies. KEB and KG carried out
radiolabelings. TN performed PET imaging and analysis. MWB synthesized
the chelate and participated in the design of the studies. DEM conceived of
and coordinated the studies and assisted with the in vivo experiments. All
authors assisted in the drafting of the manuscript, the final version of which
has been read and approved by all of the authors.

Competing interests
The authors declare that they have no competing interests.

Received: 9 March 2011 Accepted: 7 June 2011 Published: 7 June 2011

References
1. Khawli LA, Biela BH, Hu PS, Epstein AL: Stable, genetically engineered F

(ab’)(2) fragments of chimeric TNT-3 expressed in mammalian cells.
Hybrid Hybridomics 2002, 21:11-8.

2. Britton KE: The development of new radiopharmaceuticals. Eur J Nucl Med
1990, 16:373-85.

3. Goel A, Baranowska-Kortylewicz J, Hinrichs SH, Wisecarver J, Pavlinkova G,
Augustine S, et al: Tc-99m-labeled divalent and tetravalent CC49 single-
chain Fv’s: Novel imaging agents for rapid in vivo localization of human
colon carcinoma. J Nucl Med 2001, 42:1519-27.

4. Jain RK: Transport of Molecules in the Tumor Interstitium - A Review.
Cancer Res 1987, 47:3039-51.

5. Milenic DE, Detrick B, Reynolds JC, Colcher D: Characterization of primate
antibody responses to administered murine monoclonal
immunoglobulin. Int J Biol Markers 1990, 5:177-87.

6. Primus FJ, Bennett SJ, Kim EE, Deland FH, Zahn MC, Goldenberg DM:
Circulating Immune-Complexes in Cancer Patients Receiving Goat
Radiolocalizing Antibodies to Carcinoembryonic Antigen. Cancer Res
1980, 40:497-501.

7. Yokota T, Milenic DE, Whitlow M, Schlom J: Rapid Tumor Penetration of a
Single-Chain Fv and Comparison with other Immunoglobulin Forms.
Cancer Res 1992, 52:3402-8.

8. Nisonoff A, Wissler FC, Lipman LN, Woernley DL: Separation of Univalent
Fragments from the Bivalent Rabbit Antibody Molecule by Reduction of
Disulfide Bonds. Arch Biochem Biophys 1960, 89:230-44.

9. Hasemann CA, Capra JD: Immunoglobulins: Structure and Function. In
Fundamental Immunology.. Second edition. Edited by: Paul WE. New York:
Raven Press; 1989:209-33.

10. Milenic DE, Esteban JM, Colcher D: Comparison of methods for the
generation of immunoreactive fragments of a monoclonal antibody
(B72.3) reactive with human carcinomas. Journal of Immunological
Methods 1989, 120:71-83.

11. Milenic DE: Radioimmunotherapy: Designer molecules to potentiate
effective therapy. Seminars in Radiation Oncology 2000, 10:139-55.

Wong et al. EJNMMI Research 2011, 1:1
http://www.ejnmmires.com/content/1/1/1

Page 13 of 15



12. Colcher D, Zalutsky M, Kaplan W, Kufe D, Austin F, Schlom J:
Radiolocalization of Human Mammary-Tumors in Athymic Mice by a
Monoclonal-Antibody. Cancer Res 1983, 43:736-42.

13. Milenic DE, Yokota T, Filpula DR, Finkelman MAJ, Dodd SW, Wood JF, et al:
Construction, Binding Properties, Metabolism, and Tumor Targeting of a
Single-Chain Fv Derived from the Pancarcinoma Monoclonal Antibody
CC49. Cancer Res 1991, 51:6363-71.

14. Wahl RL, Parker CW, Philpott GW: Improved Radioimaging and Tumor
Localization with Monoclonal F(ab’)2. J Nucl Med 1983, 24:316-25.

15. Covell DG, Barbet J, Holton OD, Black CDV, Parker RJ, Weinstein JN:
Pharmacokinetics of Monoclonal Immunoglobulin G1, F(ab’)2, and Fab’
in Mice. Cancer Res 1986, 46:3969-78.

16. Wu AM: Antibodies and Antimatter: The Resurgence of Immuno-PET. J
Nucl Med 2009, 50:2-5.

17. Yokota T, Milenic DE, Whitlow M, Wood JF, Hubert SL, Schlom J:
Microautoradiographic Analysis of the Normal Organ Distribution of
Radioiodinated Single-Chain Fv and other Immunoglobulin Forms.
Cancer Res 1993, 53:3776-83.

18. Boskovitz A, Akabani GH, Pegram CN, Bigner DD, Zalutsky MR: Human/
murine chimeric 8 1C6 F(ab ‘)(2) fragment: preclinical evaluation of a
potential construct for the targeted radiotherapy of malignant glioma.
Nuclear Medicine and Biology 2004, 31:345-55.

19. Delaloye B, Bischof-Delaloye A, Buchegger F, von Fliedner V, Grob JP,
Volant JC, et al: Detection of colorectal-carcinoma by emission-
computerized tomography after injection of I-123 labeled Fab or F(ab’)2
fragments from monoclonal anti-carcinoembryonic antigen antibodies. J
Clin Invest 1986, 77:301-11.

20. Elgqvist J, Andersson H, Jensen H, Kahu H, Lindegren S, Warnhammar E,
et al: Repeated Intraperitoneal alpha-Radioimmunotherapy of Ovarian
Cancer in Mice. J Oncol 2010, 2010:394913.

21. Yang XD, Jia XC, Corvalan JRF, Wang P, Davis CG: Development of ABX-
EGF, a fully human anti-EGF receptor monoclonal antibody, for cancer
therapy. Crit Rev Oncol/Hematol 2001, 38:17-23.

22. Giusti RM, Shastri KA, Cohen MH, Keegan P, Pazdur R: FDA drug approval
summary: Panitumumab (Vectibix (TM)). Oncologist 2007, 12:577-83.

23. Rowinsky E, Schwartz G, Dutcher J, Vogelzang N, Gollob J, Thompson J,
et al: ABX-EGF, a fully human anti-epidermal growth factor receptor
(EGFr) monoclonal antibody: phase II clinical trial in renal cell cancer
(RCC). Eur J Cancer 2002, 38:178.

24. Liu Z, Liu Y, Jia B, Zhao H, Jin X, Li F, et al: Epidermal growth factor
receptor-targeted radioimmunotherapy of human head and neck cancer
xenografts using 90Y-labeled fully human antibody panitumumab. Mol
Cancer Ther 2010, 9:2297-308.

25. Ray GL, Baidoo KE, Wong KJ, Williams M, Garmestani K, Brechbiel MW, et al:
Preclinical evaluation of a monoclonal antibody targeting the epidermal
growth factor receptor as a radioimmunodiagnostic and
radioimmunotherapeutic agent. Br J Pharmacol 2009, 157:1541-8.

26. Nayak TK, Garmestani K, Milenic DE, Baidoo KE, Brechbiel MW: HER1-
Targeted Y-Panitumumab Possesses Superior Targeting Characteristics
than Y-Cetuximab for PET Imaging of Human Malignant Mesothelioma
Tumors Xenografts. PLoS One 2011, 6:e18198.

27. Nayak TK, Regino CAS, Wong KJ, Milenic DE, Garmestani K, Baidoo KE, et al:
PET imaging of HER1-expressing xenografts in mice with Y-86-CHX-A"-
DTPA-cetuximab. European Journal of Nuclear Medicine and Molecular
Imaging 2010, 37:1368-76.

28. Lowry OH, Rosebrough NJ, Farr AL, Randall RJ: Protein Measurement with
the Folin Phenol Reagent. Journal of Biological Chemistry 1951, 193:265-75.

29. Milenic DE, Wong KJ, Baidoo KE, Ray GL, Garmestani K, Williams M, et al:
Cetuximab: Preclinical Evaluation of a Monoclonal Antibody Targeting
EGFR for Radioimmunodiagnostic and Radioimmunotherapeutic
Applications. Cancer Biotherapy and Radiopharmaceuticals 2008, 23:619-31.

30. Wu C, Kobayashi H, Sun B, Yoo TM, Paik CH, Gansow OA, et al:
Stereochemical influence on the stability of radio-metal complexes in
vivo. Synthesis and evaluation of the four stereoisomers of 2-(p-
nitrobenzyl)-trans-CyDTPA. Bioorganic & Medicinal Chemistry 1997,
5:1925-34.

31. Pippin CG, Parker TA, McMurry TJ, Brechbiel MW: Spectrophotometric
method for determination of a bifunctional DTPA ligand in DTPA
monoclonal-antibody conjugates. Bioconjugate Chem 1992, 3:342-5.

32. Garmestani K, Milenic DE, Plascjak PS, Brechbiel MW: A new and
convenient method for purification of Y-86 using a Sr(II) selective resin

and comparison of biodistribution of Y-86 and In-111 labeled Herceptin
(TM). Nuclear Medicine and Biology 2002, 29:599-606.

33. Fraker PJ, Speck JC Jr: Protein and cell membrane iodinations with a
sparingly soluble chloroamide, 1,3,4,6-tetrachloro-3a,6a-
diphrenylglycoluril. Biochem Biophys Res Commun 1978, 80:849-57.

34. Xu H, Baidoo K, Gunn AJ, Boswell CA, Milenic DE, Choyke PL, et al: Design,
synthesis, and characterization of a dual modality positron emission
tomography and fluorescence Imaging agent for monoclonal antibody
tumor-targeted imaging. Journal of Medicinal Chemistry 2007, 50:4759-65.

35. Xi W, Seidel J, Kakareka JW, Pohida TJ, Milenic DE, Proffitt J, et al: MONICA:
a compact, portable dual gamma camera system for mouse whole-body
imaging. Nuclear Medicine and Biology 2010, 37:245-53.

36. Nayak TK, Garmestani K, Baidoo KE, Milenic DE, Brechbiel MW: Preparation,
Biological Evaluation, and Pharmacokinetics of the Human Anti-HER1
Monoclonal Antibody Panitumumab Labeled with Y-86 for Quantitative
PET of Carcinoma. J Nucl Med 2010, 51:942-50.

37. Smith-Jones PM, Solit DB, Akhurst T, Afronze F, Rosen N, Larson SM:
Imaging the pharmacodynamics of HER2 degradation in response to
Hsp90 inhibitors. Nat Biotechnol 2004, 22:701-6.

38. Tabrizi MA, Tseng CML, Roskos LK: Elimination mechanisms of therapeutic
monoclonal antibodies. Drug Discov Today 2006, 11:81-8.

39. Olafsen T, Wu AM: Antibody Vectors for Imaging. Semin Nucl Med 2010,
40:167-81.

40. Tolmachev V: Imaging of HER-2 Overexpression in Tumors for Guiding
Therapy. Curr Pharm Design 2008, 14:2999-3019.

41. Milenic D, Garmestani K, Dadachova E, Chappell L, Albert P, Hill D, et al:
Radioimmunotherapy of human colon carcinoma xenografts using a
213Bi-labeled domain-deleted humanized monoclonal antibody. Cancer
Biother Radiopharm 2004, 19:135-47.

42. Milenic DE, Garmestani K, Chappell LL, Dadachova E, Yordanov A, Ma DS,
et al: In vivo comparison of macrocyclic and acyclic ligands for
radiolabeling of monoclonal antibodies with Lu-177 for
radioimmunotherapeutic applications. Nuclear Medicine and Biology 2002,
29:431-42.

43. Milenic DE, Roselli M, Mirzadeh S, Pippin CG, Gansow OA, Colcher D, et al:
In vivo evaluation of bismuth-labeled monoclonal antibody comparing
DTPA-derived bifunctional chelates. Cancer Biotherapy and
Radiopharmaceuticals 2001, 16:133-46.

44. Buchegger F, Pelegrin A, Hardman N, Heusser C, Lukas J, Dolci W, et al:
Different behavior of mouse-human chimeric antibody F(ab’)2 fragments
of IgG1, IgG2, and IgG4 sub-class in vivo. Int J Cancer 1992, 50:416-22.

45. Burvenich IJG, Schoonooghe S, Blanckaert P, Bacher K, Vervoort L, Coene E,
et al: Biodistribution and planar gamma camera imaging of I-123- and I-
131-labeled F(ab ‘)(2) and Fab fragments of monoclonal antibody 14C5
in nude mice bearing an A549 lung tumor. Nuclear Medicine and Biology
2007, 34:257-65.

46. Ober RJ, Radu CG, Ghetie V, Ward ES: Differences in promiscuity for
antibody-FcRn interactions across species: implications for therapeutic
antibodies. Int Immunol 2001, 13:1551-9.

47. Grunberg J, Novak-Hofer I, Honer M, Zimmermann K, Knogler K,
Blauenstein P, et al: In vivo evaluation of Lu-177- and Cu-67/64-labelled
recombinant fragments of antibody chCE7 for radioimmunotherapy and
PET imaging of L1-CAM-positive tumors. Clinical Cancer Research 2005,
11:5112-20.

48. Niu G, Li Z, Xie J, Le QT, Chen X: PET of EGFR antibody distribution in
head and neck squamous cell carcinoma models. J Nucl Med 2009,
50:1116-23.

49. Villaraza AJ, Milenic DE, Brechbiel MW: Improved Speciation Characteristics
of PEGylated Indocyanine Green-Labeled Panitumumab: Revisiting the
Solution and Spectroscopic Properties of a Near-Infrared Emitting anti-
HER1 Antibody for Optical Imaging of Cancer. Bioconjug Chem 2010,
21(12):2305-12.

50. Divgi CR, Welt S, Kris M, Real FX, Yeh SD, Gralla R, et al: Phase I and
imaging trial of indium 111-labeled anti-epidermal growth factor
receptor monoclonal antibody 225 in patients with squamous cell lung
carcinoma. J Natl Cancer Inst 1991, 83:97-104.

51. Schechter NR, Wendt RE, Yang DJ, Azhdarinia A, Erwin WD, Stachowiak AM,
et al: Radiation dosimetry of 99mTc-labeled C225 in patients with
squamous cell carcinoma of the head and neck. J Nucl Med 2004,
45:1683-7.

Wong et al. EJNMMI Research 2011, 1:1
http://www.ejnmmires.com/content/1/1/1

Page 14 of 15



52. Adams GP, Schier R, McCall AM, Simmons HH, Horak EM, Alpaugh RK, et al:
High affinity restricts the localization and tumor penetration of single-
chain Fv antibody molecules. Cancer Res 2001, 61:4750-5.

53. Adams GP, Tai MS, McCartney JE, Marks JD, Stafford WF, Houston LL, et al:
Avidity-mediated enhancement of in vivo tumor targeting by single-
chain Fv dimers. Clin Cancer Res 2006, 12:1599-605.

54. McCabe KE, Wu AM: Positive progress in immunoPET–not just a
coincidence. Cancer Biother Radiopharm 2010, 25:253-61.

doi:10.1186/2191-219X-1-1
Cite this article as: Wong et al.: In vitro and in vivo pre-clinical analysis of
a F(ab’)2 fragment of panitumumab for molecular imaging and therapy
of HER1-positive cancers. EJNMMI Research 2011 1:1.

Submit your manuscript to a 
journal and benefi t from:

7 Convenient online submission

7 Rigorous peer review

7 Immediate publication on acceptance

7 Open access: articles freely available online

7 High visibility within the fi eld

7 Retaining the copyright to your article

    Submit your next manuscript at 7 springeropen.com

Wong et al. EJNMMI Research 2011, 1:1
http://www.ejnmmires.com/content/1/1/1

Page 15 of 15

http://www.springeropen.com/
http://www.springeropen.com/

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Materials and methods
	Preparation of F(ab’)2 fragments
	Conjugation and radiolabeling of panitumumab F(ab’)2
	Cell culture
	Radioimmunoassays
	In vivo studies
	Quantitation of tumor targeting
	Blood pharmacokinetics
	Imaging


	Results
	Discussion
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


