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Abstract

Purpose: To develop an imaging technology for protease activities in patients that could help in
prognosis prediction and in design of personalized, protease-based inhibitors and prodrugs for targeted
therapy.

Experimental Design: Polyethylene glycol (PEG) was covalently attached to the N-terminus of a
hydrophilic peptide substrate (GPLGVR) for matrix metalloproteinase (MMP) to increase hydrophilicity.
PEG-peptide was then linked to a hydrophobic tetramethylrhodamine (TMR) domain and labeled with '8F
to form a PEG-peptide-'F-TMR probe. Specific cleavage of the probe by MMP2 was tested in vitro by matrix-
assisted laser desorption/ionization-time-of-flight (MALDI-TOF). In vivo imaging of MMP2-expressing
tumors was evaluated by micro-PET.

Results: The hydrophobic TMR fragment (948 Da) was specifically generated by MMP2 enzymes and
MMP-expressing HT1080 cells but not control MCF-7 cells. MMP-expressing HT1080 cells and tumors
selectively accumulated the hydrolyzed, hydrophobic TMR fragment at sites of protease activity. Impor-
tantly, we found that '®F-labeled probe ('®F-TMR) preferentially localized in HT1080 tumors but not
control MCF-7 tumors as shown by micro-PET. Uptake of the probe in HT1080 tumors was 18.4 + 1.9-fold
greater than in the MCF-7 tumors 30 minutes after injection. These results suggest that the PEG-peptide-
'SE-TMR probe displays high selectivity for imaging MMP activity.

Conclusions: This strategy successfully images MMP expression in vivo and may be extended to other
proteases to predict patient prognosis and to design personalized, protease-based inhibitors and prodrug-

targeted therapies. Clin Cancer Res; 18(1); 238-47. ©2011 AACR.
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Introduction

Proteases are involved in tumor formation, angiogenesis,
local invasion, and metastatic spread (1-3). Members of the
matrix metalloproteinase (MMP) family contribute to the
invasion and metastasis of bladder cancer, fibrosarcoma,
breast cancer, and colon cancer (4, 5). Given their relevance
in cancer biology, proteases are attractive targets for the
design of anticancer drugs that act preferentially at cancer
sites. In line with this notion, several protease inhibitors,
such as the MMP inhibitors marimastat (6), AG3340 (7),
S-3304 (8), and BAY 12-9566 (9), have entered phase I, II,
and III clinical trials for cancer therapy. In addition, many
protease substrate prodrugs have been reported to inhibit
the growth of several cancer types in vivo (10, 11). On the
other hand, many studies have also shown a clear correla-
tion between protease expression and poor prognosis of
patients with cancer (12-14), indicating that proteases may
be useful as markers to predict tumor recurrence and
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Translational Relevance

Development of a noninhibitory imaging strategy for
visualizing in vivo protease activity would aid in deter-
mining patient prognosis and designing personalized,
protease-based inhibitors and prodrugs for targeted
therapy. Here, we developed an imaging strategy based
on the conversion of a noninhibitory protease substrate
probe (PEG-peptide-'*F-TMR) to a hydrophobic probe
(*®F-TMR) that allows in vitro and in vivo detection of
protease activity by micro—positron emission tomogra-
phy (PET). Our results show that PEG-peptide-TMR was
specifically hydrolyzed to TMR and accumulated at
MMP-expressing HT1080 cells in vitro and in vivo. By
using PET imaging, we found that '*F-TMR preferentially
accumulated in MMP-expressing HT1080 tumors but
notin control MCF-7 tumors. Conceptually, the protease
substrate in our probe could be replaced to detect other
protease-associated diseases. Therefore, this new non-
inhibitory protease probe may have broad utility for
clinical and experimental medicine.

prognostic survival. Thus, tumor-associated proteases seem
attractive as both therapeutic targets and prognosis markers.
Therefore, the technology to image protease activity in vivo
would provide a valuable tool to design personalized,
protease activity-based prodrug therapies and to monitor
tumor recurrence and patient prognosis.

However, imaging systems are not yet available for
clinical imaging of protease activities. Optical imaging is
thus far the most widely used approach to detect protease
activity in vivo. For example, protease-activatible near
infrared fluorescence (NIRF) imaging probes have been
used to image MMPs (15), uPA (16), and cathepsin B (17)
activity in small animals. However, the shallow penetra-
tion of the excitation/emission spectrum still limits clin-
ical use in human. Recently, a protease-activated solubil-
ity-convertible contrast agent (Gd-DOTA-MMP2 peptide)
was developed for the imaging of MMP activity by MRI
(18). However, low spatial sensitivity of MRI and the
relatively large quantity of probe required may hinder its
clinical applications. On the other hand, protease inhi-
bitors labeled with radioisotopes have been developed for
single-photon emission computed tomography (SPECT)
or positron emission tomography (PET) imaging. Radi-
olabeled protease inhibitors could bind to the catalytic
site of MMP2/9 (19, 20) and MMP14 (21) for in vivo
imaging. However, inhibitor-based imaging agents may
bind indiscriminately to both the active and latent form
of proteases which may lead to inaccurate interpretation
of protease activities. Furthermore, these inhibitor-based
imaging agents may inhibit protease activity in wvivo,
excluding the concurrent application for protease-based
prodrugs targeted therapy. Therefore, development of a
noninhibitory yet highly sensitive and specific activity-

based PET imaging probe is desirable to improve cancer
patient management.

To overcome these challenges, we linked a hydrophilic
polyethylene glycol (PEGsq00) molecule to the N-terminus
of a MMP2/9 peptide substrate (GPLGVR; ref. 22), then
attached PEG-peptide to a hydrophobic tetramethylrhoda-
mine group (TMR), and finally labeled '*F to form a PEG-
peptide-'"®F-TMR probe (Fig. 1). Upon protease cleavage,
the hydrophobic '®F-TMR is released and preferentially
accumulates at sites displaying protease activity. The radio-
activity from '®F-TMR is then detected by PET to diagnose
protease activity in vivo (Fig. 1). In this report, we first used
matrix-assisted laser desorption/ionization-time-of-flight
(MALDI-TOF) to examine hydrolysis of peptide-TMR by
purified MMP2 and MMP-expressing HT1080 cells. We then
examined whether hydrophobic TMR could be selectively
retained at MMP-expressing HT1080 cells/tumors but notin
control MCF-7 cells/tumors in vitro and in vivo. Finally, we
evaluated whether MMP-positive tumors could hydrolyze
PEG-peptide-"®F-TMR and accumulate '*F-TMR for detec-
tion by micro-PET imaging in mice. We report that MMP-
expressing tumors can be imaged by this strategy, which
may help to develop personalized, protease-based targeted
therapies and to evaluate cancer prognosis based on the
protease profile in the patients.

Materials and Methods

Cells and animals

The human fibrosarcoma cell line HT1080 and the
human breast adenocarcinoma cell line MCF-7 were pur-
chased from the American Type Culture Collection. The
cells were cultured in Dulbecco’s Modified Eagle’s Medium
(DMEM; Sigma-Aldrich) supplemented with 10% heat-
inactivated bovine calf serum, 100 units/mL penicillin, and
100 pg/mL streptomycin (Sigma-Aldrich) at 37°C in a
humidified atmosphere of 5% CO,. Female BALB/c nude
mice (6-8 weeks old) were obtained from the National
Laboratory Animal Center, Taipei, Taiwan. All animal
experiments were carried out in accordance with institu-
tional guidelines and approved by the Animal Care and Use
Committee of the Kaohsiung Medical University, Kaoh-
siung, Taiwan.

Synthesis of peptide-TMR and PEG-peptide-TMR
Peptide-TMR (Cys-Arg-Ser-Gly-Pro-Leu-Gly-Val-Lys-Lys-
TMR) was synthesized by Gu-Yuan Inc. and purified to
more than 95% purity by high-performance liquid chro-
matography [HPLC; Merck Hibar C18 column, 4 x 250
mmy; eluted at 1 mL/min with a gradient starting from 95%
solvent A (0.1% trifluoroacetic acid in water) and 5%
solvent B (0.1% trifluoroacetic acid in MeCN) to 5% solvent
A and 95% solvent B at 30 minutes]. The mass spectrum
of the peptide-TMR was confirmed by MALDI-TOF. The
N-terminal cysteine of the peptide-TMR was reacted with
methoxy PEG maleimide (mPEG-MAL; Sigma-Aldrich) at a
molar ratio of 1:2 in PBS at room temperature for 4 hours to
form PEG-peptide-TMR. The free PEG was removed by
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Sephadex G25 column chromatography (Roche Applied
Science), and the purity of the final compound was assessed
by HPLC to be around 80% to 90%.

Analysis of the hydrolysis of peptide-TMR by
MALDI-TOF

Peptide-TMR (10 umol/L) was incubated with either 1
unit of purified MMP2 (AnaSpec) or the serum-free culture
medium of HT1080 cells or MCF-7 cells at 37°C for 1 hour,
respectively. Each sample was mixed 1:1 with the MALDI
matrix, cyano-4-hydroxycinnamic acid (CHC; Sigma-
Aldrich). The mixture was deposited on the MALDI sample
plate. After drying, the sample was analyzed usinga MALDI-
TOF mass spectrometer (Autoflex; Bruker Daltonics) run-
ning the Flexcontrol 1.2 software package version 3. The
sample spot was irradiated with a pulsed nitrogen laser (337
nm with a pulsed width of 4 ns) for desorption and
ionization. For each sample spot, 500 laser shots were
averaged to obtain representative mass spectra. All posi-
tive-ion mass spectra were acquired in the linear ion mode
at an acceleration voltage of 20 kV under the delayed
extraction mode.

In vitro activation of the PEG-peptide-TMR

A total of 1 x 10°> HT1080 or MCF-7 cells were seeded
with DMEM containing 10% serum in a 24-well plate at
37°Cin a CO, incubator overnight. The cells were cultured
in serum-free DMEM for 48 hours before addition of 2.5 or
5 umol/L PEG-peptide-TMR in the presence or absence of
20 pg/mL purified MMP2 (AnaSpec) at 37°C for 1 hour.
After washing with PBS, the fluorescence of viable cells was
observed under a fluorescence microscope (Axiovert 200;
Carl Zeiss Microlmaging). To investigate whether the fluo-
rescence signal was inhibited by protease inhibitors, the
cells were also stained with 5 pmol/L peptide-TMR in the

presence or absence of 10 umol/L 1,10-phenanthroline
(Sigma-Aldrich; refs. 23, 24) at 37°C for 1 hour. After
washing with PBS, the fluorescence of viable cells was
measured with a flow cytometer (Becton Dickinson) and
analyzed with FlowJo V3.2 (Tree Star, Inc.).

In vivo optical imaging of MMP activity

BALB/c nude mice (n = 3) bearing established HT1080
and MCF-7 tumors (100-200 mm?) in their right and left
hind legs, respectively, were anesthetized by halothane
vapor with a vaporizer system and then were intravenously
injected with 350 umol/L (100 puL PBS) PEG-peptide-TMR.
Optical images were sequentially obtained at 30, 60, and 90
minutes with a NightOWL IT LB 983 NC100 image system
(Berthold Technologies). The fluorescence intensities were
analyzed with IndiGo Basic version 1.2 (Berthold Technol-
ogies) analysis software.

Histologic analysis of the fluorescence intensity and
protease activity in tumors

BALB/c nude mice (n = 3) bearing established HT1080
and MCF-7 tumors (100-200 mm?) in their right and left
hind legs, respectively, were intravenously injected with
350 umol/L (in 100 uL) PEG-peptide-TMR and sacrificed
1 hour later. Tumors were excised and embedded in
optimum cutting temperature (OCT) compound (Tis-
sue-Tek) in liquid nitrogen. Consecutive sections (10 pm)
were stained for protease activity with a 520 MMP-2 Assay
Kit (AnaSpec) according to the manufacturer’s instruc-
tions. The sections were examined on an upright BX4
microscope (Olympus) or viewed under phase contrast or
fluorescence fields on an inverted Axiovert 200 micro-
scope (Carl Zeiss Microimaging). The results of MMP
activity were then matched to the region of peptide-TMR
accumulation.
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Synthesis and purification of PEG-peptide-'F-TMR

N-succinimidyl 4-[ '*F]fluorobenzoate ('*F-SFB) was syn-
thesized from tert-butyl 4-N,N,N-trimethylammonium-
benzoate triflate (Sigma-Aldrich) as previously reported
with minor modifications (25). '®F-SFB was obtained in
the decay-corrected radiochemical yields of 40% to 50%
and a radiochemical purity of more than 95%. The '®F-SFB
was dissolved in 50 pL of dimethyl sulfoxide and was
incubated with PEG-peptide-TMR (0.6 mg) in 0.6 mL of
phosphate buffer (0.1 N, pH 8.5) for 30 minutes at 55°C.
PEG-peptide-'SF-TMR was isolated by semipreparative
HPLC (Merck Hibar C18 column, 10 x 250 mm). Elution
was conducted at 4 mL/min with a gradient starting from
95% solvent A (0.1% trifluoroacetic acid in water) and 5%
solvent B (0.1% trifluoroacetic acid in MeCN)) to 5% solvent
A and 95% solvent B for 30 minutes. The fractions contain-
ing PEG-peptide-'®F-TMR were pooled and dried with a
rotary evaporator. PEG-peptide-'®F-TMR was dissolved in
PBS and passed through a 0.22-um filter (Millipore) into a
sterile vial for use in animal experiments. The overall decay-
corrected radiochemical yield of PEG-peptide-'*F-TMR was
15% (based on H'SF radioactivity). Quality control was
conducted by analytic HPLC analysis (Merck Hibar C18
column, 4 x 250 mm; eluted at 1 mL/min with a gradient
starting from 95% solvent A and 5% solvent B to 5% solvent
A and 95% solvent B at 30 minutes). The radiochemical
purity of PEG-peptide-'*F-TMR was greater than 95% by
analytic HPLC analysis. The specific radioactivity of ' F-SFB
was estimated by radio-HPLC to be 4 TBq/mmol.

Specificity and serum half-life of PEG-peptide-'*F-TMR

A total of 1 x 10° HT1080 and MCEF-7 cells were seeded
overnight in DMEM containing 10% serum in 24-well
plates at 37°C in a CO, incubator. The cells were cultured
in serum-free DMEM for 48 hours before 3700 kBq PEG-
peptide-'*F-TMR in the presence or absence of 10 pmol/L
1,10-phenanthroline (Sigma-Aldrich) at 37°C for 1 hours.
The wells were washed to remove unbound probe, and
the cells were collected by treatment with trypsin. The
radioactivity of the cells was then measured in a y-counter.
BALB/c nude mice (n = 3) were intravenously injected with
3,700 kBq PEG-peptide-'®F-TMR, and blood samples were
periodically removed from the tail vein of the mice. The
blood was weighed on an analytical balance and assayed for
radioactivity in a multichannel y-counter. The initial and
terminal half-life of the probe were estimated by fitting the
data to a 2-phase exponential decay model with Prism 4
software (GraphPad Software).

Micro-PET Imaging of MMP activity in vivo

BALB/c nude mice (n = 3) bearing established HT1080
and MCF-7 tumors (100-200 mm?) in their right and left
hind leg, respectively, were anesthetized by halothane vapor
with a vaporizer system and then were intravenously
injected with 3,700 kBq (in 100 pL) PEG-peptide-'*F-TMR.
PET imaging was sequentially conducted at 15, 60, and 120
minutes. To test the specificity of PEG-peptide-'*F-TMR in
vivo, 1,10-phenanthroline (20 mg/kg/d for 3 days) or con-

trol vehicle was intraperitoneally injected into the mice
(n = 3) 3 days prior to PEG-peptide-'*F-TMR injection.
The tumor-bearing mice were positioned in a micro-PET
scanner (R4; Concorde Microsystems) with their long axis
parallel to the transaxial plane of the scanner. The scanner
has a computer-controlled bed with a 10.8-cm transaxial
and 8-cm axial field of view. It has no septa and operates
exclusively in a 3-dimensional list mode. All raw data were
first sorted into 3-dimensional sinograms, followed by
Fourier rebinning and ordered subsets expectation maxi-
mization image reconstruction. Fully 3-dimensional list
mode data were collected by using an energy window of
350 to 750 keV and a time window of 6 ns. Image pixel size
was 0.85 mm transaxially, with a 1.21-mm section thick-
ness. The region of interest (ROI) was analyzed with ASIPro
VM version 5.0 (Concorde Microsystems) analysis software.

Statistical analysis

Statistical significance of differences between mean
values was estimated with InStat software (version 3.0;
GraphPad Software) using the independent Student ¢ test
for unequal variances. P values of less than 0.05 were
considered statistically significant.

Results

Hydrolysis of peptide-TMR by MMP2 and
MMP-expressing cells

To evaluate whether peptide-TMR could be selectively
hydrolyzed by MMP, we incubated peptide-TMR (1,618
Da) with purified MMP2 or conditioned medium from
MMP-expressing HT1080 cells or control MCF-7 cells. The
cleaved fragments of peptide-TMR were detected by MALDI-
TOF. We found that peptide-TMR (1,618 Da; Fig. 2A) could
be cleaved by purified MMP?2 to release TMR (948 Da; Fig.
2B). Treatment of peptide-TMR with culture medium from
HT1080 cells produced similar results (Fig. 2C), whereas
medium from MCF-7 cells was unable to cleave peptide-
TMR (Fig. 2D). Cleavage of peptide-TMR was blocked by
1,10-phenanthroline, a broad-spectrum MMP inhibitor
(refs. 23, 24; data not shown). These results show that
peptide-TMR can be selectively hydrolyzed by MMP2 and
MMP-expressing cells.

In vitro imaging of PEG-peptide-TMR in
MMP-expressing cells

The conversion of peptide-TMR by MMP may be used
to detect MMP activity if the hydrophobic TMR moiety
preferentially localizes or accumulates at sites displaying
MMP activity. Thus, we tested whether MMP-expressing
HT1080 cells could activate and retain TMR-derived
fluorescence. Figure 3A shows that strong fluorescence
accumulated in HT1080 cells, but not control MCF-7 cells,
indicating that TMR selectively accumulated at MMP-
expressing HT1080 cells in vitro. Addition of MMP2 to
MCEF-7 cells resulted in fluorescence accumulation at the
MCF-7 cells, indicating that the accumulation of TMR was
dependent on MMP activity. On the other hand, addition of
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Figure 2. Characterization of MMP cleavage of peptide-TMR by
MALDI-TOF. A, peptide-TMR (1,618 Da) was incubated with PBS (A) or
with 1 unit of purified MMP2 (B) and the cleaved fragments were detected
by MALDI-TOF. The major cleavage fragment of peptide-TMR (948 Da) is
indicated by an arrow. Peptide-TMR incubated with culture medium from
HT1080 cells (C) or MCF-7 cells (D) at 37°C for 1 hour. Cleavage of the
peptide-TMR (948 Da) or intact peptide-TMR (1,618 Da) was detected by
MALDI-TOF.

1,10-phenanthroline to HT1080 cells significantly
decreased the intensity of TMR fluorescence by more than
10-fold (Fig. 3B). Both TIMP-1 (a soluble MMP inhibitor)
and TIMP-2 (a membrane-tethered and soluble MMP inhib-
itor) decreased TMR fluorescence intensity in HT1080 cells,
showing that soluble MMPs were largely responsible for
cleaving PEG-peptide-TMR (Supplementary Fig. S1).

Optical imaging of peptide-TMR activation and uptake
of PEG-peptide-TMR at MMP-expressing tumors in vivo

To investigate whether PEG-peptide-TMR could nonin-
vasively image MMP activity in vivo, mice bearing HT1080
and MCF-7 tumors were intravenously injected with PEG-
peptide-TMR. Figure 4A shows that fluorescence signals
accumulated in MMP-expressing HT1080 tumors but not
in the control MCF-7 tumors, indicating that PEG-peptide-
TMR was selectively converted to hydrophobic TMR frag-
ments in HT1080 tumors. Serial imaging analysis revealed
that the highest fluorescence was observed at 60 minutes
after PEG-peptide-TMR injection, supporting earlier studies

HT1080 and MCF-7 cells were incubated with 5 umol/L PEG-peptide-
TMR in the presence (purple line) or absence (black line) of 10 umol/L

1,10-phenanthroline at 37°C for 1 hour. Cell-bound fluorescence of viable
cells was analyzed by flow cytometry. Scale bar, 100 pm.

that probes can be activated and quickly accumulate in
tumor areas (26). To verify the imaging results, the tumors
were resected, and TMR fluorescence was immediately
examined under a fluorescence microscope or stained with
a commercial MMP2 substrate to confirm functional MMP
expression ex vivo. Figure 4B shows red fluorescence con-
comitant with MMP expression (green fluorescence) in the
HT1080 tumors but not control MCF-7 tumor sections,
indicating the selective accumulation of TMR at the sites of
MMP activity in vivo.

Specificity and half-life of PEG-peptide-'*F-TMR

We labeled PEG-peptide-TMR with '°F to generate a PEG-
peptide-'*F-TMR probe for PET imaging. We first evaluate
whether PEG-peptide-'®F-TMR retained MMP2 selectivity in
vitro by incubating HT1080 and MCEF-7 cells with 37 kBq of
PEG-peptide-'®F-TMR. Figure 5A shows that 36,900 +
8,700 cpm accumulated at HT1080 cells, compared with
4,100 £ 550 cpm at control MCF-7 cells (P < 0.01). Fur-
thermore, 1,10-phenanthroline decreased the accumula-
tion of radioactivity to 940 =+ 300 cpm at HT1080 cells
(P<0.01), suggesting that accumulation of the radioactivity
indeed requires MMP activity. These results show that
the PEG-peptide-'F-TMR probe maintains high MMP
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selectivity in vitro. We also examined the half-life of PEG-
peptide-'*F-TMR in the circulation of BALB/c mice at
different time points following PEG-peptide-'®F-TMR
injection. Figure 5B shows that the PEG-peptide-'®F-TMR
was rapidly eliminated from the blood following 2-phase
exponential decay kinetics with an initial half-life of 4.5
minutes and a terminal half-life of 36.5 minutes. Radioac-
tivity in blood was aslow as 0.2 4- 0.1 %ID/g at 2 hours after
injection, indicating PEG-peptide-'*F-TMR was rapidly
cleared from the circulation.

Micro-PET imaging of MMP activity in vivo

To evaluate whether PEG-peptide-'3F-TMR can detect
MMP activity in vivo, mice bearing HT1080 and MCF-7
tumors were intravenously injected with PEG-peptide-
"SE.-TMR and imaged at different time points. Figure 6A
shows that radiosignals selectively accumulated in HT1080
tumors but not in MCF-7 tumors. Serial imaging analysis
indicated that the highest image intensity occurred at 60
minutes after injection of PEG-peptide-'®F-TMR, consistent
with our optical imaging results. The radioactivity in the
ROI was 3.7-, 17.4-, and 18.4-fold higher in HT1080
tumors than in MCF-7 tumors at 15, 60, and 120 minutes,
respectively, suggesting that the PEG-peptide-'®F-TMR was
preferentially hydrolyzed and accumulated in HT1080

tumors. Strong imaging intensity was observed in the kid-
neys of mice by PET, suggesting that the probe was elim-
inated via the urinary system (Supplementary Fig. S2).
Moreover, radioactivity in the ROI was decreased by
1,10-phenanthroline treatment (Fig. 6B); following 1,10-
phenanthroline treatment the radioactivity in the ROI was
only 1.3-, 3.6-, and 3.3-fold greater in HT1080 tumors than
in MCF-7 tumors at 15, 60, and 120 minutes. These results
indicate that PEG-peptide-'®F-TMR can be used to detect
tumoral MMP activity in vivo by micro-PET.

Biodistribution of PEG-peptide-'*F-TMR in vivo
HT1080 and MCF-7 tumor-bearing mice were intrave-
nously injected with PEG-peptide-'®F-TMR, and the radio-
activity in selected tissues was examined. Greater radioac-
tivity was retained at HT1080 tumors than at control MCF-7
tumors at every time point examined (Supplementary Fig.
S4). Highest tumoral uptake of "*F-TMR (10.4 + 1.3 %ID/g)
was found at 60 minutes after injection. On average,
HT1080 tumors accumulated 4.3 4+ 0.8-, 18.4 + 1.9-, and
20.4 + 6.1-fold more radioactivity than in MCF-7 tumors at
15, 60, and 120 minutes, respectively. At earlier time points,
the radioactivity retained in the kidneys was most likely
attributable to the elimination of the radiolabeled probes in
urine. These results show that PEG-peptide-'3F-TMR could
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Figure 5. Specificity and serum half-life of PEG—peptide—’BF-TMR.

A, HT1080 and MCF-7 cells were incubated with 37 kBq of PEG-
peptide-"®F-TMR in the presence or absence of 10 umol/L 1,10-
phenanthroline at 37°C for 1 hour. Cellular radioactivity was measured in
ay-counter. B, kinetics of the PEG-peptide-'8F-TMR in serum. t1,, = 4.75
minutes. Error bar, standard error of triplicate determinations.

be selectively activated and accumulated in MMP-expres-
sing HT'1080 tumors in vivo.

Discussion

We successfully developed a noninhibitory protease
substrate probe for PET imaging of protease activity
based on the conversion of PEG-peptide-'®F-TMR to
I8E_TMR in vivo. Our results show that PEG-peptide-TMR
could be specifically converted into TMR fragments and
accumulate at MMP-expressing HT1080 cells in vitro and
in vivo by optical imaging. By PET imaging, PEG-pepti-
de-'®F-TMR administration was found to allow prefer-
ential accumulation of '*F-TMR in MMP-expressing
HT1080 tumors as compared with control MCF-7
tumors. Thus, PEG-peptide-'8F-TMR, by means of MMP
cleavage may aid in the development of personalized,
protease-based prodrug-targeted therapies and for eval-

uating cancer prognosis based on the protease activity in
patients.

Protease detection is important for diagnosis and to
design personalized therapies for patients. Many methods
have been developed to detect protease expression in the
serum or tissues of patients, including real-time PCR (27,
28), immunohistochemistry (29), and ELISA (30). In
additional, Ujula and colleagues reported the design of
a ®!Ga-labeled MMP9-targeting peptide for imaging
MMP9 expression in vivo by PET (31). However, proteases
are generally expressed and secreted in inactive forms
(2, 3). Methods that detect protease expression in serum
or tissues may not reflect actual proteolytic activities. In
our study, conversion of PEG-peptide-'®F-TMR to hydro-
phobic '®F-TMR relies on proteolytic activities of MMPs.
This probe represents a significant advancement in clin-
ical imaging to measure actual protease activity in
patients.

Modification of the peptide linker in PEG-peptide-
'SE-TMR should allow development of probes to image
different disease-associated proteases. Overexpression of
proteases has been reported not only in cancers but also
in many other diseases. For example, there are many
enzyme-activated fluorescence probes that can be used
to detect cysteine protease activity in atherosclerosis (32),
virus protease activity in human immunodeficiency virus
(HIV), hepatitis C virus (HCV) protease-expressing cells
(33, 34), MMP activity in the myocardium after myocar-
dial infarction (35), and cathepsin B activity in osteoar-
thritis and rheumatoid arthritis (36). The design of the
PEG-peptide-'®F-TMR probe is based on the release of a
hydrophobic moiety upon proteolytic cleavage. The pep-
tide linker of PEG-peptide-'*F-TMR can be changed to
allow imaging of other proteases. In addition, the TMR
moiety can be easily linked to a wide variety of contrast
agents, such as F'® for PET, '''In-DOTA for SPECT, or
Gd-DOTA for MRI, suggesting flexibility in choosing the
optimal imaging system. We show here that MMP activity
could be imaged by PET and optical imaging in vivo,
implying that this strategy may be extended to other
proteases in different diseases.

PET or SPECT imaging are considered to provide the
highest sensitivity among the current imaging systems
(37). However, optimal probes for PET/SPECT imaging of
proteases have not yet been available. Up till now, pro-
tease inhibitors labeled with isotopes are used most
frequently as SPECT- or PET-based imaging agents. For
example, Sprague and colleagues reported the design of a
®4Cu-labeled MMP2/9-inhibitory peptide for imaging
MMP expression in vivo by PET. Weak tumoral uptake of
the probe and high tissue background were observed
(38). In addition, many non-peptidyl MMP inhibitors
have been used to image A549 tumors by radiolabeled
valine-based biphenylsulphonamide MMP inhibitor
tumors (39) or to image Kaposi sarcoma by '''In-TIMPs
(40), but the tumoral uptake of these imaging agent
was low. Most of the existing MMP inhibitors have a
broad range of affinities toward different MMP subtypes
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(41, 42), limiting the specificity of this approach for
protease-based prodrug-targeted therapy. Furthermore,
the systemic delivery of protease inhibitors can induce
undesirable side effects, such as musculoskeletal pain
and inflammation, complications often not seen in pre-
clinical models (43). When patients receive ongoing
protease inhibitor therapy, imaging studies could be
severely obscured if MMP inhibitor-based imaging
probes are used in the same patients. Our noninhibitory
protease substrate is cleaved and released by active pro-
teases. An advantage in our noninhibitory design relates
to the signal amplification by protease hydrolysis of
copious probes which leads to increased imaging sensi-
tivity and reduced dosage of imaging agents and thus
probe-associated toxicities. Therefore, successful develop-
ment of new noninhibitory protease probes may have
better utility for clinical and experimental medicine.
Proteases are attractive enzymes for peptide- or inhibitor-
based prodrug-targeted therapy (4, 6, 43-45). However,
clinical trials targeting proteases have yielded disappointing
results, mainly from administration of the drugs (46). It is
important to better understand how protease activities
change during tumor progression. In our strategy, nonin-

hibitory protease substrates can accurately image protease
activity at different stages, which may help clinicians choose
the proper timing for protease prodrugs or inhibitor-based
therapy to maximize treatment efficacy. This strategy may
also aid in monitoring therapeutic responses to protease
prodrugs/inhibitors.
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