
Optimization of a Protease Activated Probe for Optical Surgical
Navigation
Joshua J. Yim,†,‡ Martina Tholen,‡,§ Alwin Klaassen,∥ Jonathan Sorger,∥ and Matthew Bogyo*,†,§,⊥

†Department of Chemical and Systems Biology, §Department of Pathology, and ⊥Department of Microbiology and Immunology,
Stanford University School of Medicine, 300 Pasteur Drive, Stanford, California 94305, United States
∥Intuitive Surgical Inc., 1020 Kifer Road, Sunnyvale, California 94086, United States

*S Supporting Information

ABSTRACT: Molecularly targeted optical contrast agents have
the potential to enable surgeons to visualize specific molecular
markers that can help improve surgical precision and thus
outcomes. Fluorescently quenched substrates can be used to
highlight tumor lesions by targeting proteases that are highly
abundant in the tumor microenvironment. However, the
majority of these and other molecularly targeted optical contrast
agents are labeled with reporter dyes that are not ideally matched
to the properties of clinical camera systems, which are typically
optimized for detection of indocyanine-green (ICG). While a
wide range of near-infrared (NIR) dyes are suitable for use with
highly sensitive and highly tunable research-focused small animal
imaging systems, most have not been evaluated for use with commonly used clinical imaging systems. Here we report the
optimization of a small molecule fluorescently quenched protease substrate probe 6QC-ICG, which uses the indocyanine green
(ICG) dye as its optical reporter. We evaluated dosing and kinetic parameters of this molecule in tumor-bearing mice and
observed optimal tumor over background signals in as little as 90 min with a dose of 2.3 mg/kg. Importantly, the fluorescence
intensity of the probe signal in tumors did not linearly scale with dose, suggesting the importance of detailed dosing studies.
Furthermore, when imaged using the FDA approved da Vinci Si surgical system with Firefly detection, signals were significantly
higher for the ICG probe compared to a corresponding probe containing a dye with similar quantum yield but with a slightly
shifted excitation and emission profile. The increased signal intensity generated by the optimal dye and dose of the ICG labeled
probe enabled detection of small, flat lesions that were less than 5 mm in diameter. Therefore, 6QC-ICG is a highly sensitive
probe that performs optimally with clinical imaging systems and has great potential for applications in optical surgical navigation.
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■ INTRODUCTION

Despite advances in chemotherapy and radiation therapy,
surgical resection still remains the primary method to treat
most solid tumors.1,2 Surgeons rely on their visual and tactile
assessment of cancerous lesions to define resection borders.
The inability to accurately assess these margins between tumor
and healthy tissues in real time results in incomplete removal of
tumor tissue (up to 30−65% of cases)3−5 or leads to excess
removal of healthy tissue. Fluorescence guided surgery (FGS)
has the potential to greatly improve surgical resections by using
fluorescent agents during surgical procedures that improve
intraoperative decision-making.6,7 However, currently, there are
only a few fluorescent agents approved by the FDA for clinical
use.6 Indocyanine green (ICG), the only FDA-approved NIR
fluorophore,6 is a nontargeted dye used for monitoring blood
flow8 and tissue perfusion,9,10 as well as for some gastro-
intestinal imaging applications.11,12 ICG has also been used to
identify cancer via sentinel lymph node mapping13 and leaky
vasculature accumulation14 in tumors. Consequently, all FDA-
approved clinical NIR fluorescence imagers have been tuned to

the ICG excitation/emission wavelength (ex/em = 805/835
nm)12,15 which is outside the absorption range of hemoglobin
and water and within the “optical window” (650−900 nm) for
in vivo fluorescence imaging.16

A number of strategies have been exploited to functionalize
optical imaging reporters to achieve tumor-specific contrast.17

Fluorescent dyes can be coupled to small molecules or protein-
based ligands that bind with high affinity to tumor specific
proteins, such as tumor cell surface receptors (reviewed in ref
17). Alternatively, the activity of tumor-specific enzymes can be
exploited to generate signals only at a site of interest. Proteases
have become the enzymes of choice for this strategy because
short peptide substrates can be decorated with suitable
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fluorophore/quencher pairs such that probes are optically silent
until cleaved by a protease.18−22 These quenched substrates
have an advantage over affinity probes because they do not
require clearance of free probe to produce high contrast thus
enabling rapid imaging workflows.
Multiple proteases have proven to be useful biomarkers of

cancerous tissues.23−26 We have shown that cysteine cathepsins,
a class of lysosomal cysteine proteases, are highly expressed in
activated macrophages found in the tumor microenvironment
and thus can be used to specifically detect tumor tissues.22,27,28

These tumor associated macrophages (TAMs) produce high
proteolytic activity required for tissue remodeling, initiation of
angiogenesis, and invasion of the tumor.25,29,30 Previously, our
group designed a cysteine cathepsin cleavable NIR substrate
probe 6QC-NIR22 using the commercially available fluorophore
Dylight 780-B1. Cleavage of this substrate probe produces high
tumor signals in cancers of the lung, breast, and colon, which
could be detected with the FDA-approved da Vinci Si surgical
system (Intuitive Surgical) equipped with the Firefly imaging
system.22 However, this dye, while similar in structure and
photochemical properties to the clinically used ICG dye, has
slightly shifted excitation and emission peaks and produced
relatively weak signals when imaged in Firefly mode. We
therefore wanted to test the impact of the fluorophore on the
probe and furthermore to determine the optimal probe dose to
produce maximal fluorescent signals in the tumor. We show
here that changing the fluorophore from Dylight 780-B1 to
ICG resulted in a significant increase in fluorescent signal
within the tumor and that this boost in signal was not the result
of changes in overall probe distribution. Furthermore, dosing
studies showed a nonlinear response with high probe doses
resulting in reduced signal likely due to proximity induced
quenching of the dye in the tumor tissues. By optimizing the
dye properties to match the camera system and using an
optimal dose of probe, we were able to detect tumor margins in
lesions as small as 3 mm in diameter in as short as 90 min after
probe administration, making this agent highly valuable for
translation into the clinic.

■ RESULTS
Design and Synthesis of 6QC-ICG. We previously

developed both substrate22 and covalent28 probes for cysteine
cathepsins using a core Cbz-Phe-Lys peptide sequence. The
substrate probe 6QC-NIR is functionalized with a Dylight 780-
B1 fluorophore attached to the peptide by a six carbon alkyl
linker and a NIR quencher, QC-1, conjugated to the lysine side
chain (Figure 1). Upon cleavage of the substrate amide bond by
cathepsins, two fragments are produced. The fragment
containing the fluorescent reporter is released with a free
amine that can be protonated in the acidic lysosome, leading to
its accumulation (Figure 1). This latent lysosomotropic effect
(LLE) results in fluorescent signals that accumulate in tumor
tissue rather than being rapidly cleared through circulation.
We first evaluated how efficiently several clinical camera

systems detected the Dylight 780-B1 dye compared to ICG. We
compared a dilution series of the free ICG and Dylight 780-B1
dyes imaged using the FDA approved da Vinci Si Firefly system
(Intuitive Surgical) and the SPY Elite camera (NOVADAQ
Technologies). We compared these to images taken using the
Pearl Trilogy imager (LI-COR Biosciences), a small animal
imaging system that is only used for preclinical animal studies
(Figure 2A). Within the dynamic range of the imagers tested,
the detection thresholds were 10−100 times more sensitive for

ICG compared to Dylight 780-B1. It is worth noting that
maximal ICG and Dyight780-B1 fluorescence was observed at
10 μM and 100 μM respectively, suggesting self-quenching
effects of the dyes at higher concentrations, also seen in vivo.31

Importantly, by adjusting the gain setting of the camera on the
Pearl Trilogy, it was possible to detect quantifiable fluorescent
signals for the ICG dye at 1000 times lower dye concentrations
than when using either clinical camera system. This
demonstrates that optimization of imaging probes using highly
sensitive research-only camera systems is not necessarily a good
surrogate for how the probe will perform using clinical imaging
systems. Given the enhanced sensitivity of all the camera
systems for ICG, we generated a substrate probe where we
replaced the Dylight 780-B1 dye with an analogue of ICG that
contains a carboxylic acid for conjugation to the Cbz-Phe-Lys
scaffold via the lysine side chain (Figure 2B). We synthesized
this 6QC-ICG probe using a combination of solid- and
solution-phase chemistry as outlined in previous work.22

Evaluation of 6QC-ICG for Imaging Tumors In Vivo. To
compare the effects of changing the fluorophore, we tested
6QC-ICG in the 4T1 orthotopic breast cancer tumor mouse
model that was used for the prior studies with 6QC-NIR.22 Ten
days after tumor cell inoculation, we intravenously injected 10
or 50 nmol of either 6QC-NIR or 6QC-ICG and then imaged
the animals at various time points over 24 h using the Pearl
Trilogy imaging system. Mice treated with the 6QC-ICG probe
showed substantially more fluorescence in the tumor than mice
injected with 6QC-NIR (example in Figure 3A). The
fluorescence intensity at 24 h was 4.4-fold higher for 6QC-
ICG compared to 6QC-NIR for the 10 nmol dose and 3.2-fold
higher for the 50 nmol dose (Figure 3B). The kinetics of probe
labeling showed a steep increase in signal in the first 8 h,
followed by a plateau-like phase until the 24 h time point for
both probes, resembling the previously reported data for 6QC-
NIR.22 The difference in brightness of the fluorescent signal for
the two probes was substantial, with the signal from 6QC-ICG
already brighter at 1 h (1.18 AU for 50 nmol) than that of
6QC-NIR after 24 h (1.04 AU for 50 nmol). Interestingly, the
observed increase in brightness for the ICG probe did not
result in significantly improved tumor signal over background
as both 6QC-NIR and 6QC-ICG showed comparable values

Figure 1. Schematic representation of the latent lysosomotropic effect
that results in fluorophore retention of the fluorescent product in the
lysosome upon cleavage by cysteine cathepsins.
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(Figure 3C). It is noteworthy that tumor signal over
background values stays relatively constant over time,
suggesting that while imaging at later time points may increase
overall signal intensity, it may not necessarily dramatically
improve signal over background values. Furthermore, we
compared fluorescence of the tumor to the following organs:
fat pads, kidneys, liver, and the intestines for the two probes
6QC-NIR and 6QC-ICG (Figure 3D). This data suggests that
there are no substantial changes in overall biodistribution due
to the change in probe fluorophore. Similar to the 6QC-NIR,
6QC-ICG shows high fluorescence in the kidneys and
intestines. Kidneys are known to express high levels of
cathepsins causing the strong signal32 while the signal in the
intestine is mainly due to excretion of cleaved probe (data not
shown).
Kinetics of 6QC-ICG Activation at Early Time Points.

One of the most significant advantages of using an activatable
“smart probe” such as 6QC-ICG is that the probe produces
signal only when processed by the target enzymes, allowing it
to be used for rapid imaging application. We therefore wanted
to carefully examine the kinetics of probe activation over the
first 2 h after administration. This time window was selected to
allow for probe administration immediately prior to the start of
a surgical procedure, limiting impact on surgical workflow.
Therefore, we injected 4T1 tumor-bearing mice with 50 nmol
of 6QC-ICG and collected images on the Pearl Trilogy every 5
min for 2 h. These images could then be used to generate a
video of real-time signal accumulation in the tumors (Movie

S1). Levels of tumor signals could also be carefully quantified
over this time window and compared to background tissue
signals (Figure 4A). At the 90 min time point, we observed a
signal over background contrast of 3.2-fold (Figure S1) which is
about 80% of the maximal signal over background observed at 8
h (Figure 3C). This data suggests that the increase in tumor
fluorescence that results from the ICG dye substitution allows
tumor detection starting at time points as early as 90 min
without forfeiting significant contrast or total fluorescence
levels that could be obtained at later time points. This data also
suggests that the 6QC-ICG probe activation kinetics would be
appropriate for administration to patients just prior to surgery.

Dose Studies of 6QC-ICG. Having established a practical
time window for imaging, we tested how the dosage of the
probe affects signal intensity in vivo. We injected 4T1 tumor-
bearing mice with doses of 6QC-ICG ranging from 6.25 nmol
to 100 nmol, corresponding to 0.58 mg/kg to 9.2 mg/kg, and
collected images of the tumors at 90 min (Figure S2). We
initially thought that increasing the dose of 6QC-ICG would
yield a brighter signal due to increased substrate turnover.
However, our results indicated that the signal intensity of the
tumors did not linearly scale with dose of the probe and rather
that the middle dose of 25 nmol (2.3 mg/kg) yielded the
brightest tumor fluorescence (Figure 4B). This may be due to
self-quenching of the probe signal in the tumor once
concentrations get too high in those tissues. At a 25 nmol
dose, the theoretical probe concentration in the blood is 12.5
μM, assuming a total blood volume of 2 mL. Therefore, the

Figure 2. (A) Indocyanine green (ICG) and Dylight 780-B1 acid serial dilution in DMSO under clinical and preclinical imagers. Snapshots from
Pearl Trilogy (LI-COR Biosciences), da Vinci Firefly (Intuitive Surgical), and SPY Elite (NOVADAQ Technologies) systems. (B) Chemical
structure of 6QC-NIR and 6QC-ICG functionalized with respective fluorophores and QC-1 quencher.
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accumulation of the cleaved 6QC-ICG in the tumor tissue may
reach self-quenching concentrations (Figure 2A and Figure S3).
Previous studies have shown that ICG at 5−10 mg/kg
accumulates in the tumor site due to enhanced permeability
and retention (EPR) in those tissues.33 These are much higher
doses than the clinical dose of around 0.1 mg/kg used for
imaging vasculature.34 Therefore, we also wanted to confirm
that tumor signals from our probe injected mice were not the
result of general EPR effects. Treatment of 4T1 tumor-bearing
mice with either 10 nmol (0.9 mg/kg) or 100 nmol (9.2 mg/
kg) of free ICG dye did not result in any significant
accumulation of fluorescent signal in the tumor (Figure S4),
confirming that the rapidly produced signal from 6QC-ICG in
tumors was the result of activation of the probe by proteases in
the tumor microenvironment.
Application of 6QC-ICG Probe in FGS Using the da

Vinci Surgical System. After having conducted our initial
studies using the Pearl Trilogy imaging system which allows
careful quantification of fluorescent signals, we wanted to test
our optimized probe using the FDA approved da Vinci Si
surgical system outfitted with a NIR Firefly camera. Previous
studies of 6QC-NIR using this system showed reasonable
tumor contrast at 6 h after probe injection.22 To compare the
6QC-ICG probe to 6QC-NIR, we used the same syngeneic
4T1 breast cancer mouse model and probe dose (50 nmol)
from the prior study but conducted fluorescence guided surgery
at 90 min post probe injection. Imaging of the subcutaneous
tumor fluorescence prior to initial incision confirmed a
substantial fluorescence signal boost for 6QC-ICG probe
compared to the original 6QC-NIR probe (Figure 5A). This
boost in intensity was even more pronounced when excised
tumors were removed surgically (Figure 5B). Furthermore, to

visualize a fluorescent signal in tumors for mice treated with the
original 6QC-NIR probe at 90 min post injection, we had to
increase the camera gain setting on the Firefly system, leading
to a large increase in noise that limited the utility of this probe
for real time surgical guidance. However, the substantially
higher tumor fluorescence resulting from the 6QC-ICG probe
allowed us to conduct fluorescence-guided surgery with clear
detection of the tumor and low background signals from the
healthy tumor bed (Figure 5C and Movie S2). Our studies with
the da Vinci Si surgical system suggest that the signal increase
from the dye change allows the Firefly camera system to detect
the tumor and surrounding tissue with high precision,
translating into improved tumor recognition for more accurate
tumor removal.

Sensitivity of 6QC-ICG for Detection of Tumor Tissues
In Vivo. The 4T1 breast cancer mouse model usually involves
injection of 50,000 cells or more at a single site, resulting in
visible tumors as early as 7 days after injection. These rather
large lesions, which are often around 1 cm in diameter, give
strong tumor fluorescent signal in mice injected with the 6QC-
ICG probe (for example in Figures 4C and 4D). However, for
clinical applications, it is important to understand how
sensitively the probe can detect smaller, flat lesions derived
from a smaller number of tumor cells. This is particularly
relevant for clinical decision making during surgery since the
purpose of FGS is to increase the sensitivity for detecting fine
margins in often diffusely growing tumors and to make
intraoperative assessments of potentially small metastatic
lesions. In order to produce tumors that would more accurately
mimic a small clinical lesion, we reduced the number of 4T1
cells injected by 10-fold and imaged the mice after only 8 days
of growth. With only 5,000 cells used for seeding, tumors were

Figure 3. (A) 4T1 tumor-bearing mice injected with 50 nmol of 6QC-NIR or 6QC-ICG and imaged at 8 h (Pearl Trilogy). Images were normalized
to the same maximal fluorescence. (B) Time course of 6QC-NIR and 6QC-ICG dosed at 10 nmol and 50 nmol per mouse. Fluorescence
measurements at 1, 2, 3, 8, and 24 h (Pearl Trilogy). One animal of each group was sacrificed at 8 h. Each line represents one animal plotting the
average fluorescence signal from normalized regions of interest from two tumors. (C) Tumor fluorescence over background fluorescence at various
time points. Background fluorescence was measured in the hair free area proximal to the tumor. Mean values ± SD of 4 tumors from two mice each
(1−8 h) or two tumors from one mouse (24 h). (D) Normalized images of various organ fluorescence at 8 h after probe injection.
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not detectable by simple visible examination and palpation of
the animals. Additionally, these animals injected with 25 nmol
of 6QC-ICG and imaged with the Pearl Trilogy did not show
any subcutaneous fluorescent signal. However, when the
surgically opened site was directly analyzed post-mortem, we
were able to clearly detect a fluorescent signal in the region of
the tumor (Figure 6A, right panel). On closer examination in
white light and under fluorescence, the signal corresponded to
two distinct regions (Figure 6B, first and second panels to the

left). Region 1 presented as a lymph node in white light as well
as in subsequent histology of the excised tissue (third and
fourth panels). Region 2 was approximately 3 mm in size and
did not present as an embossed tumor mass but showed a slight
increase in vasculature in this area. Histological analysis
confirmed the excised tissue from region 2 to be cancerous,
as the details show disordered structure and tumor cell masses
infiltrating muscle tissue. These studies show that the 6QC-
ICG probe has the capability to highlight extremely small
tumor lesions. With the improved fluorescent signal from ICG
conjugation, detection of early initial tumor sites, as well as
metastasized secondary sites, can be highlighted with high
spatial accuracy.

■ DISCUSSION
Fluorescence guided surgery (FGS) is a relatively new
technique that has the potential to greatly improve surgical
precision and overall patient outcomes. The success for future
implementation of FGS into standard surgical workflows will
require significant advances in the development of optical
contrast agents. Currently, the only FDA approved NIR
fluorescent agent that can be used for clinical imaging
applications is the general vascular dye ICG. While this dye is
widely used for a number of applications, it has significant
limitations due to the fact that it does not provide any
information about specific molecular disease markers. While
there have been recent advances in the design and
implementation of new targeted NIR optical agents,17 most
of these have been validated using preclinical studies in animal
models of disease. These preclinical studies use highly sensitive
camera systems that can be tuned to a specific dye excitation
and emission profile allowing detection of low concentrations
of a range of fluorophores. However, as more optical probes are
being translated into clinical applications,17 it becomes
important to understand how specific contrast agents perform
with FDA approved camera systems that are currently used in
surgical suites around the world. Furthermore, a clear
understanding of optimal dosing (i.e., administration route,
dose, and timing) will be required to accurately and efficiently
allow surgeons to use FGS to guide tumor resection.
In this study, we describe our efforts to convert a first

generation “smart probe” for protease activity associated with
the tumor microenvironment into a probe that is optimized for
use with current clinical imaging systems. This involved
replacement of the Dylight 780-B1 reporter dye on the
previously published probe 6QC-NIR with ICG to more closely
match the capabilities of current clinical camera systems. We
evaluated applicable time and dosing parameters of 6QC-ICG
in mice and found that, 90 min after probe injection, we
observed clear tumor signal over background tissue signal,
suggesting that this probe could be administered on the day of
surgery in a clinical setting. Interestingly, we found that 2.3 mg/
kg was the optimal dose while higher doses did not increase the
signal, suggesting that dye accumulation in tumors may cause
the fluorescent signal to self-quench. Our findings indicate that
simply increasing the dose of fluorescent contrast agents may
not be an optimal strategy when trying to increase overall
brightness of the tumor. Future clinical studies will be needed
to see how well the dosing parameters described here translate
from mice to humans.
Our studies also demonstrate the importance of employing

fluorophore/quencher pairs that are matched with the imaging
system being used. Comparing 6QC-ICG to 6QC-NIR, we

Figure 4. (A) Fluorescence intensity of tumor and adjacent tissue
signals over the first 2 h after injection of 50 nmol of 6QC-ICG; n = 1.
(B) Fluorescence of tumors and adjacent tissue at varying doses of
6QC-ICG imaged at 90 min. Mean values ± SD (n = 3 for 6.25 and
100 nmol; n = 4 for 12.5, 25, and 50 nmol). Fluorescence values taken
from normalized region of interest in tumor and adjacent tissue. (C)
4T1 tumor-bearing mouse injected with 25 nmol of 6QC-ICG and
imaged at 90 min and (D) splayed open post-mortem at 2 h.
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observed similar fluorescence distribution in various organs as
well as in vivo probe fluorescence kinetics (Figures 3B and 3D).
These data suggest that while the ratio of tumor signal to
background is similar to both probes (Figure 3C), the overall
brighter signal resulting from the optimized spectral properties
of ICG allows application of 6QC-ICG for FGS using the da
Vinci surgical system. While the wide dynamic range and longer
acquisition times allow the nonclinical Pearl Trilogy system to
detect weak fluorescence signals in laboratory samples, current
clinical cameras such as the Firefly enabled camera of the da
Vinci system generally have less sensitive detection thresholds.
This is because clinical imagers typically acquire images at 30−
60 Hz in order to reduce motion artifacts typical of longer
exposure times. In this case, converting the 6QC protease
probe to the ICG conjugate enabled the use of the da Vinci
Firefly enabled camera at time points shortly after probe
injection with acceptable camera gain settings.
The increase in signal from the ICG-labeled probe can be

attributed to the optical overlap of the ICG reporter with the
excitation and emission wavelengths of the imagers. Interest-
ingly the Dylight 780-B1 fluorophore is excited within the
wavelength range of the detection cameras (Figure 2A) but
misses the maximum emission wavelength of the clinical
imagers by only 20−30 nm. Furthermore, both the ICG

conjugate and Dylight 780-B1 are similar zwitterionic poly
methine dyes with similar molar extinction coefficients.35,36 Our
results suggest that despite these seemingly similar properties of
the two dyes and the suboptimal quantum yield of ICG
(2.7%),37 the use of a dye with optimal spectral properties for
the employed camera can have a dramatic impact on its utility
in the clinical setting. Therefore, ICG and other dyes with more
closely matched spectral properties to ICG should be
considered for conjugation to targeting moieties for use with
current clinical imaging systems.
In conclusion, the studies presented here demonstrate that it

is possible to convert an existing, preclinically validated optical
contrast agent into an agent optimized for use in a clinical
setting. Our studies highlight the need for careful evaluation of
optimal dosing and an understanding of clinical camera systems
to be used. Once probes are optimized for dye properties and
dose, it is possible to begin to define a time window where a
given clinical candidate probe could be most effectively used.
We found that when optimized, the cathepsin targeted probe
6QC-ICG proved highly compatible with same-day admin-
istration of the probe for surgical procedures using the da Vinci
surgical system. Further work is aimed at optimization of the
protease recognition sequence of the probe to help to further

Figure 5. (A) Screen capture of da Vinci Si Firefly fluorescence of 4T1 tumor-bearing mice 90 min after injection with 6QC-ICG (left) or 6QC-NIR
(right). (B) Screen capture of tumors excised from 4T1 tumor-bearing mice 90 min after injection with 6QC-ICG (left) or 6QC-NIR (right). (C)
Screen capture of tumor and tumor bed with white light illumination (left) and corresponding fluorescence (right) in 6QC-ICG injected animal
during surgery.
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boost signals and reduce the overall background in healthy
tissues.

■ MATERIALS AND METHODS
Compound Synthesis. All reagents and materials used in

the synthesis of 6QC-ICG were obtained from commercial
sources and used without further purification. IRDye QC-1
NHS ester was purchased from LI-COR Biosciences (Lincoln,
Nebraska), and ICG-NHS ester was purchased from Intrace
Medical (Lausanne, Switzerland). Compounds were synthe-
sized using reported procedures22 and purified by reverse phase
preparative HPLC. Synthetic procedures including compound
characterization are presented in the Supporting Information.
Animal Models. All animal care and experimentation was

conducted in accordance with current NIH and Stanford
University Institutional Animal Care and Use Committee
guidelines.
4T1 cells were implanted into the mammary fat pads of

female BALB/c mice (Jackson Laboratory, Bar Harbor, ME).
100 μL of 5 × 104 or 5 × 103 4T1 cells in PBS was injected into
mammary fat pads 1 and 10 while the mice were under

isofluorane anesthesia. Tumor growth was monitored approx-
imately for 10 days. 10 mM stocks of 6QC-NIR or 6QC-ICG
were dissolved in a solution of 10% DMSO in 100 μL of PBS to
make solutions ranging from 62.5 μM to 1 mM (range of 6.25−
100 nmol per injection) and administered via tail vein.
Mice were imaged noninvasively at indicated time points

using the Pearl Trilogy small animal imaging system (LI-COR
Biosciences). Signal was detected using the 800 nm filter set.
Images were analyzed using Image Studio Software (LI-COR
Biosciences). For quantitative analysis of tumor fluorescence
signal in vivo, signal from a circular region of interest (ROI) of
roughly 5 mm in diameter within the tumor or the surrounding
tissue was measured. Measured ROI was kept constant in size
and tumor region within the same mouse over time.
For ex vivo analyses, mice were anesthetized with isofluorane

and sacrificed by cervical dislocation. For distribution analyses,
tumors and various organs were isolated by dissection. For
quantitative analysis of organ fluorescence signal ex vivo, ROIs
were placed around whole organs, and the total signal was
divided by the area of the organ. For post-mortem longitudinal

Figure 6. (A) Post-mortem white light and fluorescence images of the region of the mammary fat pad that had been inoculated with 5000 4T1 cells 8
days prior. Images were taken 90 min after injection of 25 nmol of 6QC-ICG using the Pearl Trilogy imaging system. (B) Magnification and
histology of the region showing fluorescent signal in the mammary fat pad in panel A. The signal can be assigned to two distinct regions marked with
the dotted lines as regions 1 and 2 in the left panels. Histology (in the two right panels) of tissue excised from region 1 shows the characteristic
appearance of a lymph node while the histology of region 2 confirms it as a cancerous lesion.
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display, the sacrificed mice were dissected and the skin pinned
open and images were taken.
Histology. Excised tissue underwent standard preparation

of paraffin sections and hematoxylin and eosin (H&E) staining.
Intraoperative Fluorescence Guided Surgery with da

Vinci Si Surgical System. Tumor-bearing mice were
administered the indicated probes intravenously (50 nmol in
a solution of PBS with 10% DMSO) 90 min prior to surgery.
The mice were anesthetized prior to surgery and mounted onto
the surgical table under continued anesthesia. Surgery was
performed using the da Vinci Si surgical system equipped with
Firefly fluorescence imaging. Breast cancers were detected with
a combination of white and fluorescence light as a guide to
determine tumor margins from healthy tissue. Videos of the
surgical procedures are available in the Supporting Information
(Movie S2).
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