
Abstract. Background/Aim: Near-infrared (NIR) fluorescence
imaging using indocyanine green (ICG) is used to visualize
colon-cancer liver metastases (CCLM) during surgery. The
present study aimed to use ICG to visualize small CCLM in an
orthotopic mouse model. Materials and Methods: A 3-mm
fragment of HT29 human colon cancer was implanted to the
liver of 5 athymic nude mice (nu/nu). The Pearl Trilogy Small
Animal Fluorescence Imaging system was used 24 h after
intravenous (IV) injection of 0.025 mg (0.25 mg/ml) ICG.
Results: In four of the five mice, tumor fluorescence was
detected. Small tumors (approximately 3 mm) were distinctly
visualized with a minimal fluorescence liver signal, with a mean
tumor to liver signal ratio of 1.81 (SD±0.167). Conclusion:
Small CCLM can be clearly identified by ICG fluorescence in
an orthotopic nude-mouse model. This model is translatable to
the clinic for the detection of occult early CCLM. 

Indocyanine green (ICG) fluorescence imaging is widely
applied in various surgical fields. In liver surgery, ICG
fluorescence imaging is used in tumor detection, tattooing,
biliary-tract contrast, liver segmentation and determination of
surgical margins (1-3). Laparoscopic liver resection has
become popular in recent years; however, palpation and
visualization of liver tumors is difficult in laparoscopic
surgery. Therefore, the identification of liver tumors using

ICG fluorescence signals is an extremely useful tool in
laparoscopic liver surgery. 
The most frequently used imaging modalities to assess liver

tumors are computed tomography (CT) and intra-operative
ultrasonography (IOUS). However, even with the combined
use of these modalities, 6% to 20% of liver metastases are not
identified (4-6). This may lead to inadequate assessment of the
extent of disease and incomplete resection, which can have a
significant impact on outcomes and prognosis (7). Ishizawa et
al. have shown that primary hepatocellular carcinoma and
colorectal-cancer liver metastases could be identified using
near-infrared (NIR) fluorescence imaging (8). Currently, NIR
fluorescence imaging is becoming more widely used in the
operative setting for the identification of hepatic pathology
and anatomy. 
Fluorescence imaging with ICG of colon-cancer liver

metastases (CCLM) in rat models has been previously
established (9). The present study aimed to develop an
orthotopic nude-mouse model for fluorescence visualization
of early and small CCLM using ICG. 

Materials and Methods
Animals. Athymic nu/nu male nude mice (8-10 weeks) were used
in this study. Mice were housed in a barrier facility on a high-
efficacy particulate arrestance (HEPA)-filtered rack under standard
conditions of 12-h light/dark cycles. Animal studies were performed
under an AntiCancer Institutional Animal Care and Use Committee
(IACUC)-protocol specifically approved for this study and in
accordance with the principles and procedures outlined in the
National Institutes of Health Guide for the Care and Use of Animals
under Assurance Number A3873-1. All mouse surgical procedures
and imaging were performed with the animals anesthetized by
subcutaneous injection of a ketamine mixture (0.02 ml solution of
20 mg/kg ketamine, 15.2 mg/kg xylazine, and 0.48 mg/kg
acepromazine maleate) (10).
Cell line. The human colon cancer cell line HT29 was obtained
(ATCC, Manassas, VA, USA) and cultured in RPMI-1640 with 10%
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fetal bovine serum and 1% penicillin-streptomycin mixture. Cells
were cultured at 37˚ in a humidified atmosphere containing 5% CO2.  

Study design. The CCLM model in nude mice has been previously
established (11). Washed colon-cancer cells, exceeding 95% cell
viability by trypan blue dye exclusion were inoculated into nude
mice. HT29 cells (1×106) were subcutaneously injected into the
bilateral flanks. Once tumor growth reached 10 mm in diameter (in
approximately 1-2 weeks), tumors were harvested and cut into small
fragments. After anesthesia was administered, a 1 cm skin incision
was made on the upper abdomen through the skin, fascia and
peritoneum and the liver was exposed. A 5-mm incision was made
in the left lobe of the liver, and a 3 mm tumor fragment was
implanted into the liver. Fixation of the tumor was confirmed at 7
days post-implantation via midline laparotomy after the mouse was
anesthetized (Figure 1). 

Indocyanine green. ICG was purchased from Daiichi Sankyo,
Tokyo, Japan. ICG was diluted to 2.5 mg/ml with an equipped
solution and ten times with phosphate-buffered saline. Final ICG
concentration was 0.25 mg/ml.

Mouse imaging. For intra-vital imaging, the Pearl Trilogy Small
Animal Fluorescence Imaging system was used (LI-COR, Lincoln,

NE, USA). The Pearl Trilogy is equipped for sensitive imaging of
700 and 800 nanometer NIR fluorophores. Images were obtained
with standard imaging settings. One week after tumor implantation,
mice were administered ICG via tail vein injection. Twenty-four
hours later, laparotomy was performed and images were obtained
with the Pearl Trilogy. 

Statistical analysis. Imaging analysis was performed using Image
Studio Software Small Animal Imaging Analysis (LI-COR,
Lincoln, NE, USA). An elliptical area of interest was drawn over
the tumor parenchyma on the software and set as the background.
An area of interest was also drawn around the tumor margins.
Tumor-to-liver ratio (TLR) was calculated for each mouse by
dividing maximum tumor fluorescence by maximum liver
fluorescence. Mean TLR was calculated using descriptive statistics
on SPSS version 24. 

Results
One week after implantation of the HT29 tumor fragment,
laparotomy demonstrated adequate tumor growth in the liver
(Figure 2A). Intra-vital fluorescence imaging 24 h after
administration of ICG demonstrated that CCLM was
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Figure 1. Experimental schema.

Figure 2. Indocyanine green (ICG) tumor fluorescence detected in a mouse model of CCLM. (A) Bright-light image of the colon-cancer liver-
metastases (CCLM) model. The tumor measured approximately 3 mm in diameter (B) Fluorescence image obtained 24 h after administration of
0.025 mg ICG via tail-vein injection. Tumor margins are distinctly identified with minimal fluorescence liver signal. 



detected in 4 out of 5 mice (Figure 2B). Imaging also
demonstrated minimal background liver fluorescence signal
with a mean TLR=1.81 (SD±0.167). Tumors approximately
3 mm in diameter were readily visualized (Figure 2B). The
fluorescence over the abdomen seen in Figure 2B was due
to cecal fluorescence enhancement due to delivery of ICG
to this well-perfused area. 

Discussion

This study serves as a proof of concept that orthotopic
mouse models are an ideal alternative to more costly models
for further pre-clinical evaluation of ICG for CCLM.
Although CCLM ICG fluorescence imaging in rats has been
previously established (9), there are no studies to date using
orthotopic mouse models for CCLM fluorescence imaging
with ICG. 
With the transition to minimally-invasive techniques,

detection of CCLM has become difficult. Current
techniques for intra-operative detection of liver metastases
include ultrasound. Previous studies have demonstrated
that occult tumors not detected by preoperative imaging
and intra-operative ultrasound were able to be detected
with intra-operative fluorescence imaging (12, 13).
Further studies in orthotopic mouse models of CCLM
need to be performed to optimize the concentration and
timing of imaging, for improved translatability to clinical
studies.
In the present study, we demonstrated that tumor

fluorescence could be detected in 80% of mice 24 h after ICG
injection in an orthotopic mouse model of CCLM. In addition,
this study is promising for the early detection of small CCLM
with ICG. In summary, orthotopic mouse models are feasible
for fluorescence imaging of CCLM using ICG and are
clinically relevant (14-19). 
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