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Abstract
At present, modeling methods of colorectal cancer with liver metastases have significant limitations. Here, we established
orthotopic and ectopic hepatic metastases models using six colorectal cancer cell lines to choose an ideal animal model for
studying colorectal cancer growth and liver metastases. Luciferin-expressing six colorectal cancer cell lines were used to induce
animal models of colorectal cancer with liver metastases by intra-splenic injection or implantation of tumor tissue in the caecum.
Tumors growth and metastatic events were observed by bioluminescence imaging. In orthotopic transplantation group, six cell
lines all had taken rates of 100% for orthotopic tumors but showed variations in rates of growth. HCT-116 cell developed the 50%
liver metastases. However, the ectopic transplantation group achieved higher liver metastatic rate, with the highest frequencies for
HCT116 cell (90%) and SW620 cell (77.8%). Furthermore, the time to develop liver metastases and survival rates of bearingtumor mice were shorter than orthotopic transplantation group. Additionally, six colorectal cancer cell lines resulted in more
lymph node metastases in orthotopic transplantation group, whereas produced widespread peritoneal seeding in ectopic transplantation group. Bioluminescence imaging and pathological findings confirmed the growth and metastatic characteristics of
tumors. Two animal models of colorectal cancer using six cell lines showed highly variations in rates of growth, survival rates of
bearing-tumor mice and frequencies of metastases. The study provides useful information for the establishment of clinically
relevant colorectal cancer with liver metastases animal models.
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Introduction
Colorectal cancer (CRC) is the third most commonly diagnosed cancer in males and the second in females, it is estimated that there will be 1.4 million cases and 693,900 deaths
attributable to this disease in 2012 [1, 2]. Despite presenting
with a resectable primary tumor, 20–25% patients progress to
distant metastases, mainly to liver, 5-year survival rate of patients diagnosed with distant metastases decreases to less than
10% [3, 4]. Therefore, there is an urgent need for new treatment strategies to improve the prognosis of CRC patients with
liver metastases. Animals models are essential to the mechanistic research and development of effective therapeutics. At
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present, metastatic disease can be modeled using orthotopic
implantation and ectopic implantation. The former includes
injection of CRC cells or implantation of tumor tissue in the
colon, cecum or the rectal wall [5–9], and the latter is composed of subcutaneous, intra-splenic injection (splenectomy
performed after tumor cell injection or not) [10], implantation
of a small piece of tumor tissue into the liver parenchyma or
subcapsule, injection of tumor cells by intra-portal [11, 12].
There are also chemically-induced mouse models [13]
and genetically-engineered models [14]. Due to obvious
variation in results between different laboratories, the
difficulty for researchers in selecting animal models increased significantly.
Attribute to strong specificity, high sensitivity and less environmental pollution, bioluminescence imaging technology
(BLI) in vivo has been widely used in all kinds of tumor’s
studies [15], including CRC [16, 17]. It can be used to characterize the characteristics of tumor growth, invasion and metastases by testing the intensity of the bioluminescence expression in animal models.
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The aim of this study was to establish orthotopic and ectopic CRC with liver metastases models in nude mice with
luciferase-expressing six human CRC cell lines, so as to compare the difference of between the two animal models and
provide useful background information on the six CRC cell
lines in clinically relevant orthotopic and ectopic tumor
models.

Materials and Methods
Main Reagents LEIBOVITZ’S L-15, DMEM, RPMI 1640
and McCoy’s 5A medium and fetal bovine serum (FBS) were
from GIBCO company (Grand Island, USA). Streptomycin
and penicillin were purchased from Life Technologies (Inc.,
Grand Island, NY). Puromycin was bought from SigmaAldrich (St. Louis, MO, USA). Firefly luciferase-lentiviruses
and Polybrene were obtained from GENECHEM (Shanghai,
China). D-luciferin potassium salt was obtained from
PROMEGA (Madison, WI, USA). Medical anastomosis glue
was obtained from Bai Yun Mountain Pharmaceutical
Company (Guangzhou, China). HBSS was from GIBCO
company (Grand Island, USA).
Cell Culture Six generally available human CRC cell lines,
SW620, SW480, HCT116, HT29, LOVO and DLD1, were all
obtained from the Shanghai Institute of Biochemistry and Cell
Biology, Chinese Academy of Sciences (Shanghai, China).
All cell lines expressed seven oncogenes, including c-myc,
N-ras, H-ras, K-ras, p53, myb and fos. However, two oncogenes, sis and SNRPA1, displayed differential expression
among these colorectal cell lines [18, 19]. Cell lines were
maintained in LEIBOVITZ’S L-15, DMEM and RPMI 1640
and McCoy’s 5A medium, respectively, supplemented with
10% FBS,100 µg/ml streptomycin and 100 unit/ml penicillin
and were infected with lentiviruses carrying firefly luciferase
with 8 µg/mL Polybrene in media. After a 48 h incubation, the
transduced cells were selected with 2–6 µg/mL of Puromycin
for 7–10 days.
Animals 4-6-week-old male or female athymic BALB/c nude
mice were used and maintained under specific pathogen-free
conditions at room temperature.
Xenograft Models For the implantation of tumor tissue in the
caecum, 1 × 106 luciferase-expressing SW620, SW480,
HCT116, HT29, LOVO and DLD1 tumor cells were injected
into left flanks of 4 animals to establish subcutaneous xenografts. An incision was made on the middle of the lower abdomen and the cecum was picked-out after nude mice were
anesthetized. Subsequently, a single tumor fragment, an average size of 1 mm3, which was obtained from subcutaneous
grown tumors, was conglutinated to serosa of the wall of
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cecum using medical anastomosis glue following scraping of
the serosa surface. After implantation, the abdominal incision
was closed in two-layer suture using 6–0 nylon surgical sutures. Each cell line was implanted in a series of 10 mice.
For the intra-splenic injection, nude mice were anesthetized
with pentobarbital sodium (1.5 mg/20 g body weight) by an
intraperitoneal injection. A small left abdominal flank incision
was made to expose the spleen, 3 × 106 luciferase-tagged
SW620, SW480, HCT116, HT29, LOVO and DLD1 cells in
50 µL HBSS were injected into the spleen slowly using a 32 G
needle. Subsequently, a cotton swab was held over the injection site and gently massaged the spleen over 5 min to avoid
extravasations and promote tumor cells back into the liver.
And then the spleen was excised via ligation at the hilum of
the spleen. Each cell line was injected in a series of 10 mice.
Bioluminescence Imaging Monitors Tumor Growth and
Metastases All the cells were traced using an IVIS Lumina
imaging system (Caliper, Hopkinton, MA, USA) at 2 days and
7 days after the injection, and then the mice were observed
twice per week. Mice received intraperitoneal injection of Dluciferin potassium salt solution at a dose of 150 mg/kg according to manufacturer instructions. Subsequently, animals
were anesthetized with 1% isoflurane and imaging acquisition
was performed at 10 min after luciferin injection. Living
Image software (Caliper) was used to quantify the luciferase
activity. Tumor-bearing animals were killed based on tumor
size (luminescence efficiency reached 1 × 1011 photons), the
mice exhibited signs of systemic decline (obstruction, cachexia, or any other clinical decompensation) or 8 weeks after
transplantation.
Hematoxylin and Eosin Staining Mice autopsy was conducted
to examine primary and distant organ metastatic tumor nodules. Tumor samples were collected for histological examination. Tissues were fixed in 4% paraformaldehyde, embedded
in Paraffin for Hematoxylin and Eosin (H&E) staining, which
was performed according to the standard procedures.
Statistical Analysis The quantified bioluminescence intensity
of the tumors were reported as mean ± standard deviation.
Data analyses were performed using GraphPad Prism version
7.0 (Inc., La Jolla, ca., USA). Statistical differences were
termed as P < 0.05.

Results
Tumorigenesis by Orthotopic Transplantation
Orthotopic tumors were detected in all animals after the tumors tissue were implanted in the cecum. Quantification of
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bioluminescence intensity demonstrated rapid and consistent
rise of tumor growth over time in our models, and tumors rate
of growth were varied considerably between six cell lines
(Fig. 1a-c). DLD1 cell exhibited the biggest tumors volume
in the caecum and following the shortest survival periods in
six cell lines, whereas HT29 cell presented the opposite result.
Intermediate rate of growth and survival periods were observed for HCT116, SW620, SW480 and LOVO cell lines
(Fig. 1a-c; Table 1). Liver metastases were detected at 22–34
days after implantation and in 0–50% of tumor-bearing mice,
with the highest frequencies for HCT116 cell (5 of 10 mice)
(Fig. 1d-e). The following are SW620 cell (3 of 10 mice) and
LOVO cell (2 of 9 mice) (Fig. 1d-e). HT29 cell had no liver
metastases but showed the highest lymph node metastases
rates (50%) and peritoneal seeding (20%), whereas intermediate take rates of mesenteric lymph node metastases were observed for HCT116 cell (40%), LOVO cell (33.3%) and
Fig. 1 Bioluminescence monitors
tumor burden growth and liver
metastases in the orthotopic
transplantation group. a Nude
mice underwent surgical
implantation of tumor tissue from
luciferase-expressing DLD1 and
HT29 cell lines in the cecum wall.
Photon counts allow quantification of tumors burden in the cecum wall (n= 10, mean ± SE). b
The quantified bioluminescence
signal demonstrated the growth of
tumors from SW620 and HCT116
cell lines (n=10, mean ± SE). c
The quantified bioluminescence
signal demonstrated the growth of
tumors from LOVO and SW480
cell lines (n= 9 in LOVO cell
group, n= 10 in SW480 cell
group, mean ± SE). d The number
of animals proceed to develop into liver metastases via six CRC
cell lines. e The percentage of
animals within each cell model
that developed liver metastatic
disease (n=9 in LOVO cell group,
n=10 in the others cell groups)
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SW620 cell (30%). SW480 cell and DLD1 cell without liver
metastases, lymph node metastases and peritoneal seeding in
orthotopic transplantation group (Fig. 1d-e; Table 1). Lung
metastases were not detected in any of cases (Table 1).

Tumorigenesis by Ectopic Transplantation
According to the preliminary experiment results, 3 × 106 cancer cell were injected for each mouse. Unexpectedly, 1–2 mice
in the four cell lines-injected groups (SW620, SW480, HT29
and LOVO) died within 3 days after injection. The survival
rates of tumor-bearing mice were shorter than orthotopic
transplantation group and slightly different between the six
tumor cells (Table 2). Two days after injection, we did not
find the liver-colonization of tumor cells, 5 mice from
SW620 cells and 4 mice from HCT116 cells developed
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Table 1 Detailed results for
orthotopic implantation of tumor
tissue in the caecum
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Cells

mice

Survival days

Take rate※

Dissemination site
(Number of mice %)

Median value

Number of mice( %)

Lung

Lymphatic

Seeding

HCT116
HT29
SW620
SW480
LOVO

10
10
10
10
9*

51.3(8.7–12.1)
55.9(6.0–11.9)
52.2(4.5–14.0)
53.6(8.7–12.1)
50.7(6.7–10.3)

10/10 (100.0)
10/10 (100.0)
10/10 (100.0)
10/10 (100.0)
9/9 (100.0)

0/10 (0.0)
0/10 (0.0)
0/10 (0.0)
0/10 (0.0)
0/9 (0.0)

4/10 (40.0)
5/10 (50.0)
3/10 (30.0)
0/10 (0.0)
3/9 (33.3)

1/10(10.0)
2/10(20.0)
1/10(10.0)
0/10(0.0)
1/9(11.1)

DLD1

10

45.8 (3.2–9.2)

10/10 (100.0)

0/10(0.0)

0/10 (0.0)

0/10(0.0)

*One out of ten animals was dead within 7 days after implantation
※

Tumors in the caecum

hepatic sites at 7 days after injection. Other groups (SW480,
HT29, LOVO and DLD1 cells) appeared liver metastases at
10–21 days after the injection. In total, the liver metastases
were detected in 20–90% of tumor-bearing mice, with the
highest frequencies for HCT116 cell (9 of 10 mice) and
SW620 cell (7 of 9 mice) (Fig. 2a-b), and the rates of tumor
growth were similar in two groups. Compared to HCT116 and
SW620 tumor-bearing mice, other groups (SW480, HT29,
LOVO and DLD1 cells) presented a lower rates of liver metastases (Fig. 2a-b).
Lymph node metastases were found in four cell groups
(SW620, HCT116, HT29 and LOVO cells). Both SW620 cell
and HT29 cell demonstrated 33.3% lymph node metastases (3
of 9 mice), the other two groups demonstrated 10–25% lymphatic metastasis (1 of 10 mice in the HCT116-group and 2 of
8 mice in the LOVO-group) (Table 2). Interestingly, all the
groups had a peritoneal seeding, the highest frequencies were
found in the LOVO group (3 of 8 mice), which only with 50%
liver metastases (Table 2; Fig. 2b). Only one case of SW620
cell had lung metastases (Table 2).

characteristics. Orthotopic tumors presented exophytic masses
with invasive growth at the wall of cecum.They were poorly
demarcated from the surrounding tissue (Fig. 3a). Multiple
small metastatic nodules (1–5 mm) were found in the parenchyma of the liver lobe, but single large nodule (10 mm) was
also found. Metastatic tumors had no capsule, with necrosis in
the center of nodules in a few cases (Fig. 3b). Compared to
normal tissue, metastatic mesenteric lymph nodes with larger
volume and harden texture. Peritoneal carcinomatosis showed
multiple small nodules (1–7 mm) attached to the peritoneal
surface.
Morphologic observation indicated that xenografts recreated the malignant tumor architecture and growth characteristics. Tumor tissue penetrated into the wall of the caecum,
some to the extent in the lumen of the caecum, hepatic or lung
parenchyma. Both the tumor cells and the nuclei showed pleomorphic variation (Fig. 3c-d). We also examined the
intravasation potential of six CRC cell lines in orthotopic primary tumors. Regrettably, we only found microvascular invasion of HCT116 and SW620 cell lines (Fig. 3e).

Histological Assays

Discussion

All tumor samples were examined by autopsy and microscopic examination to evaluate growth and metastatic

In this study, we developed two different CRC with liver metastases models using intra-splenic injection of cancer cells

Table 2 Detailed results for
ectopic implantation experiments
from intra-splenic injections

Cells

HCT116
HT29
SW620
SW480
LOVO
DLD1

Mice

10
9*
9*
8*
8*
10

Survival days

Dissemination site (Number of mice %)

Median value

Lung

Lymphatic

Seeding

41.3 (3.3–8.4)
48.5 (2.7–7.1)
38.2 (6.4–11.2)
51.7 (9.1–14.3)
46.5 (4.6–15.4)
53.4 (3.7–10.7)

0/10 (0.0)
0/9 (0.0)
1/9 (11.1)
0/8 (0.0)
0/8 (0.0)
0/10 (0.0)

1/10 (10.0)
3/9(33.3)
3/9(33.3)
0/8 (0.0)
2/8(25.0)
0/10 (0.0)

3/10(30.0)
3/9(33.3)
2/9(22.2)
1/8(12.5)
3/8(37.5)
2/10(20.0)

*One or two out of ten animals were dead within 3 days after injection
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Fig. 2 Liver metastases in the ectopic transplantation group. a The
number of animals proceed to develop into liver metastases via six
CRC cell lines. b The percentage of animals within each cell model that
developed liver metastatic disease (n=10 in HCT116 and DLD1 cell
groups, n=9 in HT29 and SW620 cell groups, n=8 in SW480 and
LOVO cell groups)

and implantation of tumor tissue in the caecum, which are two
common techniques to establish mouse CRC metastatic tumors. Six human CRC cell lines showed large variations in
rate of tumors’ growth, survival periods of tumor-bearing
mouse, the time of metastatic tumor formation and frequency
of metastases.
Firstly, we established an orthotopic animal models by implantation of tumor tissue in the serosa of caecum. Although it
appears likely that tumor cells via caecum injection in the
mucosal surface will more mimic the route of CRC growth
and dissemination in humans, it is technically difficult and
carriers a tumor cell leakage risk or spillage within the lumen
[20–22]. Meanwhile, some studies had demonstrated that
CRC orthotopic xenografts on the intestinal serosa appears
to lead to more reproducible liver metastases [23, 24]. In six
CRC cell lines, HCT116 cell, with intermediate rate of
growth, however, had developed the highest frequencies of
hepatic metastases (50%). It might be attributed to the six cell
lines are characterized by various driver oncogens [18, 19] or
tumor burden caused disease symptoms before metastases.
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Fig. 3 Primary tumors and liver metastatic tumors in orthotopic and
ectopic model groups. a Representative necropsy photograph of
primary tumors in the cecum wall from luciferase-tagged HCT116 cell
was shown. b Representative photograph of liver metastases from
HCT116 cell. Arrows indicated tumor formation in the liver. c H&E
section of primary tumor from SW620 cell showed tumor pleomorphic
variation and necrosis (magnification 100). d H&E section of the mouse
liver depicts tumor metastases from SW620 cell. Arrows indicated the
normal liver tissue (magnification 200). e H&E section of the
intravasation of HCT116 cell in orthotopic primary tumors.
Arrows indicated the intravasation of tumor cells (magnification 400)

Meanwhile, previous reports had demonstrated that the
intravasation plays an important role in the early stages of
tumor metastasis [25]. Therefore, we examined the
intravasation potential of six CRC cell lines in orthotopic primary tumors by the microscopy. Regrettably, we only found
intravasation of and HCT116 and SW620 cell lines.
Combined to our liver metastasis results, we have reason to
believe that intravasation promotes liver metastasis of
HCT116 cell and SW620 cell lines. Although no definite
intravasation was found in other CRC cell lines, the effect of
observation time and the quantity of tissue specimen could not
be ruled out. K. Flatmark. and colleagues [26] studied twelve
human colon cancer cell lines, including HT29, SW480 and
SW620 cell lines, in a similar orthotopic model, and found the
similar low rates of liver metastases (0–20%). However, for
HCT116 cell, liver metastatic finding in tumor-bearing mice
was not observed, which had a great discrepancy with our
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results. In some studies with orthotopic xenografts, rates of
liver metastases from HCT116 cell were in the range from
47% to 71% [8, 27]. These results are similar to our study.
This phenomenon implies the observed difference in vivo
with the same cell line in common experience between different laboratories. The most likely explanation for this discrepancy is that different characteristics of cell line in different
laboratories. Additionally, it could be ascribed to use of different strains of mice and we also cannot be ruled out the
influence of the intestine or liver microenvironment on CRC
cell lines [28–30].
Secondly, intra-splenic injection showed rapid liver metastatic tumor formation and the higher hepatic metastatic rate
than orthotopic transplantation group. One possible reason is
that the technology directly mimics the generally process of
CRC hematogenous metastasis, which is easier to form liver
colonization. This hypothesis has been confirmed in our study.
We found that liver colonization of most CRC cells occurred
in earlier period in intra-splenic injection group than
orthotopic animal models group, the outstanding representatives were HCT116 cell and SW620 cell. Lee et al. [10] study
also showed that HCT116 appeared 100% hepatic dissemination after 14 days from intra-splenic injections, which has no
obvious differences with our research results. The reason for
HCT116 cells consistently produced hepatic metastasis maybe
attributed to the more efficient adhesion potential to fibronectin (FN) and enhanced haptotaxis than other cells [6]. SW620
cell had been detected tiny liver metastases in a short time, a
probable explanation is that SW620 cell line has a good metastatic potential [26], which is helpful to reach and invade the
liver tissue and forms metastatic nodules. The results indicated
HCT116 cell and SW620 cell are suitable to develop a CRC
hepatic metastases model by intra-splenic injections. As for
other four CRC cell lines, compared to 0-22.2% liver metastatic rate in orthotopic transplantation group, a third to a half
of tumors produced liver metastases via intra-splenic injection
of cells. In addition to the advantages of the intra-splenic injections technology, another probable explanation is that the
tumor cells resulted in higher death rate of mice at the beginning stage of the experiment, which were excluded from the
results of statistics.
Except for observing liver metastases, we also monitored
lymph node metastases, peritoneal seeding and lung metastases. HT29 cell showed 50% lymph node metastases, although
it produced no liver metastases. This characteristic of the cell
has been confirmed by previous work by K. Flatmark et al.
[26]. We also found that HCT116 cell and LOVO cell were
also with higher lymph node metastases than the corresponding ectopic transplantation group. This phenomenon suggests
that modeling method of orthotopic transplantation is more
likely to lead to CRC lymph node metastases. On the contrary,
for intra-splenic injection group, six CRC cell lines, all of
which produced widespread carcinomatosis for peritoneum,
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especially for HT29 cell and HCT116 cell. It cannot be ruled
out contamination during the implantation procedure. For all
subjects, only one case from SW620 cell gave rise to lung
metastases in intra-splenic injection group. It may indicate that
our modeling methods are not appropriate to form lung metastases [31].
Our study is the first time to compare the discrepancies
between the two different xenograft mouse models from six
CRC cell lines. It should be noticed that both the techniques
and cancer cell lines have their strengths, weaknesses and
significance for experimental application. Therefore, the final
decision depends on the purpose of the study. Our results may
be of help for other researchers to choose suitable cell lines
and modeling methods for their studies in CRC tumor growth
and spread.
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