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Abstract: Objective: Sufficient evidence suggests that the c-kit protooncogene receptor and its ligand stem cell 
factor (scf) signal pathway play a crucial role in interstitial cells of Cajal (ICCs) development and maintenance of 
their phenotype. We aimed to determine the expressions of scf mRNA and scf protein in the gallbladders in guinea 
pigs fed on high cholesterol diet (HCD). Methods: The gallbladder and serum samples from 20 guinea pigs of HCD 
and from 20 guinea pigs of standard diet (StD) were used for this study. Serum lipid analysis was performed using 
standard laboratory procedure. Expression of scf mRNA was detected by reverse transcription polymerase chain 
reaction (RT-PCR), and expression of scf protein was detected by Western blot analysis. Results: Laboratory results 
showed serum total cholesterol (TC), low density lipoprotein (LDL) cholesterol , high density lipoprotein (HDL) choles-
terol and triglyceride (TG) concentrations were significantly higher in the HCD group than in the StD group of guinea 
pigs (P < 0.001, respectively). Decreased expression of scf mRNA and protein were demonstrated in the HCD group 
compared with the StD group (P < 0.05 respectively). Conclusion: The data indicates that the expression of scf 
mRNA and c-kit protein is significantly decreased in the gallbladders in guinea pigs of HCD.
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Introduction 

Recently, the understanding on gastrointesti-
nal physiology of smooth muscle system has 
been greatly changed due to the finding of 
interstitial cells of Cajal (ICCs). ICCs are the 
pacemaker cells of gut motor activity. Some evi-
dence has suggested that ICCs generate slow 
waves in phasic gastrointestinal muscles, 
actively propagate slow waves, and mediate or 
transduce neural inputs from enteric motor 
neurons to smooth muscles [1-3]. It was well 
recognized that ICCs express the proto-onco-
gene c-kit, which encodes a membranous 
receptor tyrosine kinase. Sufficient evidence 
suggests that the c-kit and its ligand stem cell 
factor (scf) signal pathway plays a crucial role in 
ICC development and maintenance of their 
phenotype. ICCs can also be found in multiple 
organs other than intestine where they are 
called Interstitial Cajal-like cells (ICLCs).  

ICLCs were recently discovered in the wall of 
the human and guinea pig gallbladder. And 
these ICLCs may be involved in generating 

rhythmic electrical activity in the guinea pig gall-
bladder musculature [4-6]. Recent studies have 
showed the reduction of ICLCs in the gallblad-
ders in guinea pigs fed on high cholesterol diet 
(HCD) and gallstone patients [7]. Could we 
hypothesize that the reduction of ICLCs result-
ed from an abnormal c-kit/scf signal pathway? 
In 2009, Hu et al. found the expression of c-kit 
mRNA and c-kit protein significantly decreased 
in the gallbladders in guinea pigs of HCD [8]. To 
date, no studies have examined the expression 
of scf mRNA and protein from gallbladder tis-
sues in guinea pigs. We used reverse transcrip-
tion-polymerase chain reaction (RT-PCR) and 
Western blot techniques to determine the 
expression of scf mRNA and protein in the gall-
bladders of HCD guinea pigs. 

Materials and methods

Animals and diet

40 male guinea-pigs (4 weeks, 120-125 g) were 
obtained from the Animal Research Center in 
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Shengjing Hospital of China Medical University, 
China and randomly assigned to two groups. 
The StD group (n = 20) was fed a standard diet 
(StD). The HCD group (n = 20) was fed a high 
cholesterol diet (HCD) (2% cholesterol). All ani-
mals were raised in standard lab condition (12 
hour light cycle change, temperature 21-24°C, 
moisture 50-55%). The Animal Care Committee 
of Shenging Hospital of China Medical University 
approved all protocols for these animal 
studies.

Gallbladders and blood samples preparation

20 animals in each diet group were fasted for 
16 hours and anesthetized after 8 weeks of 
feeding. The animals were weighed and then 
underwent laparotomy and cholecystectomy. 
Blood was aspirated from the heart and spun 
at 15,000 rpm for 5 min to separate serum. All 
gallbladders and blood samples from the two 
groups were frozen to -80°C.

Serum lipid analysis

In all animals, serum total cholesterol (TC), low 
(LDL) and high (HDL) density lipoprotein choles-
terol, and triglyceride (TG) concentrations were 
assessed with the use of a standard laboratory 
procedure.

RNA extraction and RT-PCR analysis

Following the manufacturer’s instructions, total 
RNA was extracted from the muscular layer of 
the gallbladder tissues with TRIzol reagent 
(Invitrogen). cDNA was reverse-transcribed 
from 1 μg of total RNA and amplified for 35 
cycles of denaturation (45 s at 94°C), annealing 
(45 s at 60°C), and synthesis (45 s at 72°C). 

The primers of scf were 5’ GCAGCATAATACCACG 
3’ (forward), and 5’ AATACCATCATCCGTTC 3’ 
(reverse), generating an amplified product of 
318 bp. The primers of GAPDH were 5’-ACC- 
ACAGTCCATGCCATCAC 3’ (forward) and 5’-TCC- 
ACCACCCTGTTGGGTA-3’ (reverse), generating 
an amplified product of 452 bp. Thereafter, 
electrophoresis was applied to the PCR product 
with size markers on a 1.5% agarose gel stained 
with ethidium bromide. GAPDH gene was used 
as an internal control of the analysis of gene 
expression. The mRNA values are expressed as 
relative units calculated according to the follow-
ing formula: density of the scf amplification 
product/density of the GAPDH amplification 
product.

Protein extraction and western blot analysis

Total protein was extracted from gallbladder 
muscular layer tissues with RIPA lysis buffer. 
Protein concentrations were determined by 
Bradford assay. The electrophoresis of 10% 
SDS polyacrylamide gels was performed and 
then transferred to a nitrocellulose (NC) mem-
brane (Pierce Biotechnology, Inc., USA). The 
membrane was then incubated with 5% non-fat 
milk overnight at 4°C to block nonspecific bind-
ing sites. The primary antibody of the anti-scf 
was applied for 1 h at room temperature. After 
washing with PBS, the secondary antibody of 
matching peroxidase conjugated was applied 
for 1 h. Specific protein bands were visualized 
with X-ray film using the chemiluminescence 
detection kit (ECL; Amersham). Optical density 
of the bands was analyzed with GIS-2020 
(Tanon, China). 

Statistical analysis

All statistical analyses were performed using 
the SPSS11.5 software package. The data 
obtained was expressed as mean ± SD. 
Comparison between the different groups was 
performed using t-test, with P < 0.05 being con-
sidered an indicator of significance.

Results

Evaluation of guinea pig lithogenic model

No animal died in both groups. In the StD group, 
no gallstone or cholesterol monohydrate crys-
tals were detected. The gallstone and choles-
terol crystals had developed in all gallbladders 
in the HCD group at the 8th week (20/20). 

Figure 1. The mRNA expression of scf in guinea 
pig gallbladder. Compared with StD (control) group, 
the mRNA expression of scf was decreased in HCD 
group. M: marker; lanes 1 and 3, StD (control) group; 
lane 2 and 4, HCD group.



Inhibition of scf pathway in gallstone guinea pigs

6381	 Int J Clin Exp Med 2015;8(4):6379-6383

Serum lipid analysis

Serum total cholesterol (TC) (36 ± 4 vs. 110 ± 
18 mg/dl), low density lipoprotein (LDL) choles-
terol (22 ± 4 vs. 74 ± 9 mg/dl), high density 
lipoprotein (HDL) cholesterol (2.2 ± 0.2 vs. 7.2 
± 1.4 mg/dl), and triglyceride (TG) (55 ± 6 vs. 
112 ± 18 mg/dl) concentrations were signifi-
cantly higher in the HCD group than in the StD 
group of guinea pigs (P < 0.001, respectively). 

scf mRNA expression in the gallbladders of 
HCD guinea pigs

Reverse transcription polymerase chain reac-
tion analysis showed the presence of scf mRNA 
in the gallbladders from the StD and HCD 
groups (Figure 1). As expected, a band sized 
318 bp presented in the 1.2% agarose electro-
phoresis. The ratio of scf mRNA and GAPDH 
was 0.899 ± 0.124 in the StD group and 0.499 
± 0.012 in the HCD group. Decreased expres-
sion of scf mRNA was demonstrated compared 

and 40.2 ± 15.2 in the HCD group (P < 0.05) 
(Figure 4). 

Discussion

Multiple factors are responsible for gallstone 
formation, among which decreased gallbladder 
motility is of importance [9]. Gallbladder motili-
ty involves multiple regulatory mechanisms, 
including smooth muscle and enteric nervous 
circuit activity as well as the recently described 
gallbladder ICLCs. 

ICCs were first described by the Spanish neuro-
pathologist, Ramón Santiago y Cajal (1852-
1934) in 1889. ICCs have since been found in 
a wide range of tissues, mainly interposed 
between enteric nerves and smooth muscle 
cells, or in close proximity to smooth muscle 
externa [10, 11]. They are considered to be 
important in smooth muscle motility, electri-
cally coupled to each other and to neurons and 
myocytes [12]. Their main roles are to initiate 
pacemaker activity; and their dysfunction has 
been linked to a variety of intestinal motility dis-
orders [13]. The ICLCs in guinea pig gallbladder 
may play a similar role, possibly as neurohu-
moral factors regulating gallbladder smooth 
muscle motility. Recent studies have showed 
the reduction of ICLCs in the gallbladders in 
guinea pigs fed on high cholesterol diet (HCD) 
and gallstone patients. 

Up to date, we do not know why ICCs decrease 
from human tissues in a variety of pathological 
conditions. In steel mutants with scf mutations, 

Figure 2. The mean optical density of scf mRNA/GAPDH. Each bar repre-
sents the mean ± SD (vertical line) with P < 0.05.

Figure 3. Expression of scf protein in gallbladder tis-
sues from controls and guinea pigs with HCD evalu-
ated by Western blot analysis. Lanes 1, 2 and 3 rep-
resent guinea pigs with StD and, lanes 4, 5 and 6 
represent guinea pigs with HCD. 

with the StD group (P < 0.05) 
(Figure 2). 

scf protein expression in the 
gallbladders of HCD guinea 
pigs

The results of the Western blot 
and densitometric analysis of 
scf are depicted in Figure 3. 
The presence of scf protein in 
the gallbladder was revealed 
by Western blot analysis. 
Consistent with the findings of 
RT-PCR, a lower level of scf 
protein was demonstrated in 
the HCD group. The mean 
value of optical density was 
116.3 ± 12.5 in the StD group 



Inhibition of scf pathway in gallstone guinea pigs

6382	 Int J Clin Exp Med 2015;8(4):6379-6383

impaired development of interstitial cells and 
intestinal electrical rhythmicity were observed 
[14]. Scf was also important for ICCs culture. It 
has been reported that local presentation of 
scf increases expression of c-kit immunoreac-
tive ICCs in culture and there is a dose-depen-
dent and time-limited proliferation of cultured 
murine ICCs in response to scf [15, 16]. All 
these evidence suggests that scf is a key factor 
for ICCs development and maintenance of their 
phenotype. In this study, we used a guinea pig 
model to investigate scf expression during gall-
stone formation. Our results indicated that the 
scf expression decreased gradually in the gall-
bladder of high cholesterol diet-induced guinea 
pig. Together with the results of the study car-
ried out by Hu et al [8], we think inhibition of 
c-kit/scf pathway plays an important role in the 
decreased number of ICLCs in gallbladders of 
guinea pig fed on HCD and c-kit/scf pathway 
maybe a target for prevention and treatment of 
gallstone disease. Much effort needs to be 
made to determine whether decreased expres-
sion of scf are caused by cholesterol. 

Therefore, based on the information available, 
it can be concluded that the expression of scf 
mRNA and protein significantly decreased in 
the gallbladders of guinea pigs of HCD.

Acknowledgements 

This study was supported by National Natural 
Science Foundation of China (NSFC) (NO. 
81000183), Shenyang Scientific and Techno- 
logical Funding (NO. F11-264-1-24) and Natural 

References

[1]	 Mostafa RM, Moustafa YM, Hamdy H. Intersti-
tial cells of Cajal, the Maestro in health and 
disease. World J Gastroenterol 2010; 16: 
3239-348.

[2]	 Huizinga JD, Zarate N, Farrugia G. Physiology, 
injury, and recovery of interstitial cells of Cajal: 
basic and clinical science. Gastroenterology 
2009; 137: 1548-1556.

[3]	 Lammie A, Drobnjak M, Gerald W, Saad A. Cote 
R. Cordon-Cardo C. Expression of c-kit and kit 
ligand proteins in normal human tissues. J His-
tochem Cytochem 1994; 42: 1417-1425.

[4]	 Hinescu ME, Ardeleanu C, Gherghiceanu M, 
Popescu LM. Interstitial Cajal-like cells in hu-
man gallbladder. J Mol Histol 2007; 38: 275-
284.

[5]	 Lavoie B, Balemba OB, Nelson MT, Ward SM, 
Mawe GM. Morphological and physiological 
evidence for interstitial cell of Cajal-like cells in 
the guinea pig gallbladder. J Physiol 2007; 
579: 487-501.

[6]	 Pasternak A, Gajda M, Gil K, Matyja A, To-
maszewski KA, Walocha JA, Kulig J, Thor P. Evi-
dence of interstitial Cajal-like cells in human 
gallbladder. Folia Histochem Cytobiol 2012; 
50: 581-585.

[7]	 Pasternak A, Gil K, Matyja A, Gajda M, Sztefko 
K, Walocha JA, Kulig J, Thor P. Loss of gallblad-
der interstitial Cajal-like cells in patients with 
cholelithiasis. Neurogastroenterol Motil 2013; 
25: 17-24.

[8]	 Hu WM, Luo HS, Ding XW, Wang L. Expression 
of C-kit messenger ribonucleic acid and C-kit 
protein in the gallbladders in guinea pigs of 
highcholesterol diet. Dig Dis Sci 2009; 54: 
1651-1655.

Figure 4. The mean optical density of scf protein. Each bar represents the 
mean ± SD (vertical line) with P < 0.05. 

Science Foundation of Liao- 
ning (NO. 2013021060). 

Disclosure of conflict of inter-
est 

None.

Address correspondence to: Drs. 
Ying Fan and Shuodong Wu, De- 
partment of The Second General 
Surgery, Shengjing Hospital of 
China Medical University, #36 
Sanhao Street, Heping District, 
Shenyang 110004, Liaoning Pro- 
vince, People’s Republic of China. 
Tel: 086-24-96615-1-31211; E- 
mail: coolingpine78@163.com 
(YF); m18940258876@163.com 
(SDW)



Inhibition of scf pathway in gallstone guinea pigs

6383	 Int J Clin Exp Med 2015;8(4):6379-6383

[9]	 Zhu J, Han TQ, Chen S, Jiang Y, Zhang SD. Gall-
bladder motor function, plasma cholecystoki-
nin and cholecystokinin receptor of gallblad-
der in cholesterol stone patients. World J 
Gastroenterol 2005; 11: 1685-1689.

[10]	 Hanani M, Farrugia G, Komuro T. Intercellular 
coupling of interstitial cells of Cajal in the di-
gestive tract. Int Rev Cytol 2005; 242: 249-
282.

[11]	 Wallace AS, Burns AJ. Development of the en-
teric nervous system, smooth muscle and in-
terstitial cells of Cajal in the human gastroin-
testinal tract. Cell Tissue Res 2005; 319: 
367-382.

[12]	 Komuro T. Structure and organization of inter-
stitial cells of Cajal in the gastrointestinal tract. 
J Physiol 2006; 576: 653-658.

[13]	 Lee HT, Hennig GW, Fleming NW, Keef KD, 
Spencer NJ, Ward SM, Sanders KM, Smith TK. 
The mechanism and spread of pacemaker ac-
tivity through myenteric interstitial cells of 
Cajal in human small intestine. Gastroenterol-
ogy 2007; 132: 1852-1865.

[14]	 Ward SM, Burns AJ, Torihashi S, Harney SC, 
Sanders KM. Impaired development of intersti-
tial cells and intestinal electrical rhythmicity in 
steel mutants. Am J Physiol Cell Physiol 1995; 
269: 1577-1585.

[15]	 Rich A, Miller SM, Gibbons SJ, Malysz J, 
Szurszewski JH, Farrugia G. Local presentation 
of steel factor increases expression of c-kit im-
munoreactive interstitial cells of Cajal in cul-
ture. Am J Physiol Gastrointest Liver Physiol 
2003; 284: 313-320.

[16]	 Nakahara M, Isozaki K, Vanderwinden JM, Shi-
nomura Y, Kitamura Y, Hirota S, Matsuzawa Y. 
Dose-dependent and time-limited proliferation 
of cultured murine interstitial cells of Cajal in 
response to stem cell factor. Life Sci 2002; 70: 
2367-2376.


