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Abstract
The aim of this study was to determine the effects of Tarantula cubensis alcoholic extract 

(TCAE) on tumour development pathways in azoxymethane (AOM)-induced colorectal cancer 
in rats by molecular methods. Eighteen paraffin-embedded intestinal tissues, six from each 
group, were studied in the healthy control (C), cancer control (CC), cancer + TCAE (C-TCAE) 
groups. Sections of 5 µm thickness were taken from the paraffin blocks and submitted to 
staining with haematoxylin-eosin. In the histopathological examination, the number of crypts 
forming aberrant crypt foci (ACF) and the degree of dysplasia in the crypts were scored. Real-
time PCR analysis was completed to determine β-catenin, KRAS (Kirsten rat sarcoma virus), 
APC (adenomatous polyposis coli) and P53 expressions on samples from each paraffin block. 
The grading scores of the number of crypts forming ACF and dysplasia in the crypts showed an 
evident decrease in the C-TCAE group in comparison to the CC group (P < 0.05). In real-time 
PCR analysis, mRNA expression levels of P53 (P > 0.05) and APC (P < 0.001) genes were 
found to be increased in the C-TCAE group according to the CC group. The expression levels 
of KRAS (P < 0.01) and β-catenin (P < 0.005) mRNA were found significantly decreased in 
the C-TCAE group. In conclusion, the effects of TCAE on AOM-induced colorectal cancer 
(CRC) in rats were evaluated molecularly; TCAE was found to modulate some changes in CRC 
developmental pathways, inhibiting tumour development and proliferation, and stimulating 
non-mutagenic tumour suppressor genes. Thus, it can be stated that TCAE is an effective 
chemopreventive agent.

APC, P53, KRAS, β-catenin, chemoprevention

Colorectal cancer (CRC) is defined as the cancer of portions of the large intestine, 
colon, and rectum. In CRC, symptoms such as pain during defecation, fatigue, weight loss, 
changes in bowel movements, added to mucus and blood in the stool are observed (Tantoy 
et al. 2016; Qureshi et al. 2018). Among the deaths related to cancer in Europe, colorectal 
cancer ranks second (Jemal et al. 2008). Worldwide, it occupies the place of the fourth 
most common malignant neoplasm (Mattiuzzi and Lippi 2019).

The pathogenesis of CRC is a complex web of multiple genetic and epigenetic changes. 
It includes hereditary and environmental factors (Migliore et al. 2011). Colorectal 
cancers occur related to a series of well-characterised histopathological changes resulting 
from some tumour suppressor genes and oncogenes suffering specific mutations (Fearon 
and Vogelstein 1990). The main step in the development of CRC, primarily in adenoma 
formation, is the constitutive activation of the signalling pathway of Wnt, known as the 
gatekeeper. It is caused by the loss of the function of adenomatous polyposis coli (APC), 
known as the tumour suppressor gene, and, less commonly, by mutations in the gene 
in charge of activating β-catenin, the β-catenin-encoding gene (CTNNB1) (Schulz 2005). 
Nearly 90% of the sporadic CRCs involve mutations in sections of the signalling pathway 
of Wnt/β-catenin (Giles et al. 2003). Other pathways in cancer progression include 
mutations that increase Kirsten rat sarcoma virus (KRAS) expression, the decline of P53 
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function, inactivation of transforming growth factor-beta (TGF-β) cellular response and 
activation in the phosphoinositide 3-kinase (PI3K) pathway (Schulz 2005).

Tarantula cubensis alcoholic extract (TCAE) is obtained from a spider named Tarantula 
cubensis. Tarantula cubensis alcoholic extract has been widely used as a homeopathic 
product in veterinary medicine (Theranekron® D6, Richter Pharma, Wels, Austria) 
in recent years (Richter Pharma 2018). Among the possible utilisations of TCAE as 
a homoeopathic product in the veterinary field are the treatment of gangrene, septicaemia 
and toxaemia (Richardson-Boedler 2002). The mechanism of action of TCAE is not 
fully known (Day and Saxton 1998). It has been reported that the use of TCAE results 
in the regression of both benign and malignant mammary tumours in dogs (Gültiken and 
Vural 2007; Gultiken et al. 2015).

Lately, azoxymethane (AOM) has been frequently used in order to induce the 
experimental CRC model (Takahashi and Wakabayashi 2004; Ferraz da Costa et al. 
2020). Chemoprevention is the term used to define the use of substances, both natural or 
synthetic, to minimise or eliminate the risk of developing the disease in many conditions, 
including cancer. In this context, it is very important to inhibit some genetic and epigenetic 
changes that induce clonal proliferation in cancer (Singh et al. 2019). Since CRC is 
among the leading causes of death globally, studies to find different methods from existing 
chemotherapy options have been focused on for many years (Norazalina et al. 2010; 
Ashokkumar and Sudhandiran 2011). During the literature review, it was found that 
TCAE, a homoeopathic product whose mechanism of action is unknown and which is 
frequently used in the veterinary field, reduces free oxygen radicals (Di̇ k et al. 2014), 
can activate apoptosis by inducing the caspase-3 pathway in vitro (Ghasemi-Dizgah 
et al. 2017) and, in this context, it has been noted that it has a positive effect on mammary 
tumours in dogs (Gultiken et al. 2015). It has also been stated that it reduces the Bcl-2 
and Ki-67 expression in mammary adenocarcinomas in dogs. No study has been found on 
the experimental efficacy of TCAE on the development pathways of CRC. The aim of this 
study was to determine the effects at the molecular level on β-catenin, KRAS, APC, P53 
of simultaneous TCAE administration as chemopreventive in AOM-induced colorectal 
cancer in rats.

Materials and Methods
Animals

The study material consisted of 18 rat intestinal (colon) paraffin blocks, which were taken from a study on 
experimental colon cancer using Tarantula cubensis alcoholic extract and Nerium oleander distillate (Er et al. 2019), 
the trial design of which is explained below. The study was approved by the Ethics Committee of the Experimental 
Animal Production and Research Center of the Veterinary Faculty of Selcuk University (SÜVDAMEK) (2021/20).

Study design 
The study of Er et al. (2019) included a total of 28 rats; 10 rats in each experimental group (cancer control, 

cancer + TCAE), and 8 rats in the healthy control group (C). In order to induce cancer in the experimental 
groups, azoxymethane was administered to the cancer control group (CC group, n = 10) at the beginning of the 
experiment at a dose of 15 mg/kg s.c. twice a week (Refaat et al. 2015). Azoxymethane was administered to 
the treatment group cancer + TCAE (C-TCAE, n = 10) at a dose of 15 mg/kg s.c. twice a week at the beginning 
of the experiment (Refaat et al. 2015), while TCAE was administered once a week from the beginning of the 
experiment and for 18 weeks at a dose of 0.2 ml/kg s.c. (Karabacak et al. 2015). Towards the finalisation 
of the experiment, ketamine (95 mg/kg s.c.) + xylazine (5 mg/kg s.c.) were used to anaesthetise the rats and then 
they were euthanised by the cervical dislocation method. Colon tissues removed after the necropsy were fixed 
in 10% formaldehyde solution for 24 h. The embedding of the tissue in paraffin was performed by the routine 
tissue follow-up procedure. In this study, the paraffin blocks of the intestinal samples obtained from the study 
whose design was described above were used (colon tissue of 18 rats in total, 6 in each group).

Histopathological analysis
Sections of 5 µm thickness were taken from the existing paraffin blocks and stained with haematoxylin-eosin. 

Preparations were examined under the light microscope (Olympus BX51, Tokyo, Japan). In the histopathological 
examination, both the number of crypts forming aberrant crypt foci (ACF) in the groups and the classification 
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of ACF were made from 10 different areas randomly selected from each preparation according to the criteria given 
in Table 1 (Papanikolaou et al. 2000), and their averages were calculated.

RNA isolation and cDNA synthesis
The paraffin blocks which contained the best representative preparations of the tumour were determined by 

histopathological examination and used in the molecular examination. The wiped and dried Leica RM2255 model 
microtome device was used for, each time with a clean microtome knife, taking 4–5 sections of  5 µm thickness 
from the blocks, that were then placed in sterile Eppendorf tubes and submitted to molecular examination. 
Paraffin removal from the samples was performed by going through xylene and ethanol series, respectively, 
according to the procedure of the relevant kit (Roche Life Science, High Pure FFPET RNA Isolation Kit Cat. 
No: 06650775001). Total RNA was obtained by applying the isolation kit procedure according to the manufacturer’s 
instructions (Roche Life Science, High Pure FFPET RNA Isolation Kit Cat.No: 06650775001). The cDNA 
synthesis from the RNA samples was performed with the High Fidelity Transcriptor cDNA synthesis kit (Roche, 
Cat. No: 0508995001, Mannheim, Germany) in concordance with the recommendations of the manufacturer. 
The master mix was calculated based on the number of samples studied. For the cDNA master mix, protector 
RNase inhibitor 0.5 µl, transcriptase reaction buffer 4 µl, reverse transcriptase 1.1 µl, dNTP 2 µl, DTT 1 µl 
in a total of 8.6 µl were prepared. The obtained samples were stored at −20 °C until the PCR step. 

Quantitative Real-time PCR 
Real-time PCR was performed with the TaqMan probe method on a Roche Light Cycler 2.0 device. For this 

purpose, the Roche Light Cycler TaqMan Master (Roche, Cat No: 04735536001) was used. For the reaction 
mixture solution, forward primer 2 µl, master mix 4 µl, reverse primer 2 µl, probe 2 µl and dH2O 5 µl resulted 
in 15 µl of total volume. A separate reaction mixture was prepared for each gene investigated. In the capillary 
tube for each sample, 15 µl of the reaction mix and 5 µl of the cDNA master mix were placed. The β-catenin, 
KRAS, APC and P53 primers used are shown in Table 2. Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) 
was used as the housekeeping gene. First, a single cycle pre-incubation step was performed at 95 °C for 10 min. 
Afterwards, in the amplification step, a quantification protocol consisting of 50 denaturation cycles of at 95 °C 
for 10 s, annealing at 54 °C for 30 s, and elongation for 3 s at 72 °C was applied. Finally, cooling was executed 
at 40 °C for 30 s in a single cycle. The expression levels of the genes investigated in the study were analysed with 
the Delta delta Ct (ΔΔCt) method. The calculation was performed by the division of the threshold cycle (Ct) value 
obtained for each primer investigated in the study by the Ct value obtained for GAPDH in the same tissue. 2-∆∆Ct 
represents the fold expression change in relation to the control (Pfaffl 2001).

Table 1. Scoring of the presence and grading of dysplasia in the crypts.

Score	 Criterion
1. Hyperplasia without dysplasia	 Increased cellular number in the crypt, presenting the crypts typicalnuclear 
	 morphology and goblet cell composition
2. Low-moderate dysplasia	 In addition to the nuclear stratification in crypts, presence of dark elongated 
	 nuclei (elongated spindle-like appearance) and moderate goblet cell diff rentiation
3. High-grade dysplasia	 Nuclear enlargement in the crypt epithelium and disruption of crypt 
	 morphology by nuclear pleomorphism

Table 2. Sequences of the primers used in the amplification process.

P53	 Forward	 5’-CCCAACGAAATTACTGCCTTTC-3’	 (103 bp)
	 Reverse	 5’-TAGTGGCCTTGGTGCATTAG-3’
KRAS	 Forward	 5’-GGACTCTGAAGATGTGCCTATG-3’	 (103 bp)
	 Reverse	 5’-CCCATAACTCCTTGCTAACTCC-3’
APC	 Forward	 5’-CACCATGTGGATCAGCCTATT-3’	 (104 bp)
	 Reverse	 5’-CCCTGTACTGATGGAGTCTTTG-3’
β-CATENIN	 Forward	 5’-CAAGCCACAGGACTACAAGAA-3’	 (107 bp)
	 Reverse	 5’-CAATGTCCAGTCCGAGATCAG-3’
GAPDH	 Forward	 5’-GGGCCAAAAGGGTCATCATC-3’	 (500 bp)
	 Reverse	 5’-AACCTGGTCCTCAGTGTAGC-3’

APC - adenomatous polyposis coli; KRAS - Kirsten rat sarcoma virus; GAPDH - glyceraldehyde 3-phosphate 
dehydrogenase)
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Statistical analysis
The statistical program SPSS (Inc., Chicago, USA 25.0) was used to analyse the obtained data. The ACF 

scoring and crypt counts were evaluated using t-test, and the data obtained from the real-time PCR analysis were 
evaluated with ANOVA and post hoc Duncan test. The accepted significance limit was P < 0.05.

Results
Histopathological findings

Six animals from each group were evaluated in the histopathological examination. While 
normal intestinal tissue was seen in the C group (Plate VII, Fig. 1-A), the presence of ACF 
was seen in the AOM-treated groups (CC and C-TCAE) (Plate VII, Figs 1-C, 2 B-C). The 
number of crypts forming ACF in the C-TCAE group was found to be significantly lower 
(21.6%) compared to the CC group (Table 3, P < 0.05). When the presence and grading 
of dysplasia in the crypts forming ACF was evaluated, it was determined that the scores 
in the C-TCAE group (Plate VII, Fig. 1-C) were significantly lower (23%) compared to the 
CC group (Plate VII, Fig. 2 B-C, Table 3, P < 0.01).

Real-time PCR findings
Intergroup Ct and  2-ΔΔCt values are shown in Table 4. When the expression of p53 mRNA 

was evaluated, it was found that it was lower in the CC group than in the C group, while the 
expression value in the C-TCAE group was, although close to the C group, non-significant 
(Table 4, P > 0.05). In the evaluation of KRAS mRNA expression, it was determined that 
the expression level in the AOM-treated CC group according to the C group was increased, 
while it was determined lower in the C-TCAE group compared to the C and CC groups 
(Table 4, P < 0.01). In the case of the expression of APC mRNA, it was found that the 
values of the CC group were quite low compared to the C group (Table 4, P < 0.001). 
Compared to the CC group, a significant increase in the expression level was detected in 
the C-TCAE group, whose values approached those of the C group. In the evaluation of the 
β-catenin expression, the highest expression level was detected in the CC group (Table 4, 
P < 0.005). Although the expression level was not significantly different in the C-TCAE 
group, it was found to be lower than in the C group.	

Discussion

Due to its mortality and morbidity, colorectal cancer is considered a major problem in 
many developed countries (Jemal et al. 2008; Mattiuzzi and Lippi 2019). On a global 
scale, it is the third most common cause of death among cancers, with more than 1 million 
new diagnoses every year and its prevalence increasing in the last 10 years; therefore, 
colorectal cancer should not be ignored (Cunningham 2010; Chen et al. 2016). 
In this study, the effects at the molecular level of simultaneous TCAE administration as 
chemopreventive over KRAS, P53, β-catenin and APC in AOM-induced colorectal cancer 
in rats were determined. 

Table 3. ACF classification (dysplasia scores of ACF-forming crypts) and crypt numbers in azoxymethane 
administered groups.

	 CC	 C-TCAE	 P value
	  (Mean ± SE)	  (Mean ± SE)
Number of crypts forming ACF	 81.83 ± 4.57a	 64.16 ± 3.52b	 P < 0.05
Dysplasia scores of crypts forming ACF	 2.15 ± 0.08a	 1.65 ± 0.12b	 P < 0.01
a,b Significant difference between values within the row 
ACF - aberrant crypt foci; CC - cancer control; C-TCAE - cancer + TCAE
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Aberrant crypt foci are defined as precancerous lesions that comprise the early stage 
of colon cancer and are considered an important biomarker of CRC (Orlando et al. 2008). 
Azoxymethane also induces ACF, described as preneoplastic colonic lesions in humans 
and animals (Takahashi and Wakabayashi 2004). In our study, in which CRC was 
induced by AOM, ACF formation was observed in the histopathological examination of 
all the individuals of the CC and C-TCAE groups (Plate VII, Figs 1-B, 2 B-C). No ACF 
formation was observed in the C group (Plate VII, Fig. 1-A). A significant difference 
was noted in the number of crypts forming ACF (P < 0.05) and the presence and grade 
of dysplasia in the crypts (P < 0.01) between the CC and C-TCAE groups (Table 3). 
In terms of ACF numbers and grade of dysplasia, it was determined that scores decreased 
by 21.6% and 23.0%, respectively, in the C-TCAE group compared to the CC group. 
These findings are consistent with the findings in the cancer control group in previous 
similar studies (Norazalina et al. 2010; Sepporta et al. 2016). In the histopathological 
examination, it was observed that ACFs in AOM-induced groups were more hyperchromatic 
and had different luminal shapes compared to normal crypt epithelium. Previous studies 
reported that AOM application increased ROS levels due to decreased antioxidant enzyme 
activity and depleting glutathione, thus inducing colon cancer with a mechanism in which 
the total antioxidant capacity is impaired (Al-Numair et al. 2011; Lai et al. 2013). As 
stated by Di̇ k et al. (2014), it is possible to interpret that the antioxidant activity of TCAE 
in our study also played a role in the decrease of both the number of ACFs and the scores 
of dysplasia in the C-TCAE group. 

The KRAS proto-oncogene, encoded by the KRAS gene, performs an essential function 
as a signalling molecule in normal homeostasis. In most cell types, the KRAS proto-
oncogene arranges cellular proliferation; therefore, mutations in the KRAS gene cause, by 
disrupting its normal function, continuous signalling and proliferation (Schulz 2005). It has 
been stated that KRAS oncogenic activation causes activation of the signalling pathways 
RAF/MEK/ERK and PI3K/AKT (Kure et al. 2009). On the other hand, it has been 
demonstrated that oncogenic KRAS increases nuclear β-catenin levels and β-catenin-TCF4 
formation by causing GSK-3β inhibition via the PI3K/AKT pathway (Li et al. 2005). In our 
study, the increase in KRAS expression levels in the AOM-induced CC group shows that 
the KRAS proto-oncogene is important in tumour formation in this model. Mutations in the 
KRAS gene have been shown at different rates in the model of AOM-induced CRC. In the 
study conducted by Hu et al. (2009) in rats, 33% of mutations were recorded in ACFs. In 
the studies in rats of Khare et al. (2003), the mutation rate was determined as 27%, and it 
was shown that wild-type KRAS was activated at a rate of 23%. The modulation of KRAS 
mutations and/or wild-type KRAS constitutive activations by chemopreventive agents may 

Table 4. Effect of TCAE on tumour growth pathways in experimental colorectal cancer (mean ± SE).

	 C	 CC	 C-TCAE
	 Ct*	 30.76 ± 1.18b	 34.30 ± 3.33a	 32.07 ± 0.94ab

P53	 2-∆∆ Ct (×10-8)	 3835.57 ± 2005.67a	 2139.00 ± 2547.92a	 3499.33 ± 1193.83a

	 Ct*	 26.21 ± 1.79ab	 25.41 ± 1.41b	 27.40 ± 1.68a

KRAS	 2-∆∆ Ct (×10-5)**	 766.29 ± 826.10ab	 1213.00 ± 290.63a	 255.71 ± 230.16b

	 Ct****	 27.79 ± 0.48b	 35.49 ± 2.15a	 29.78 ± 2.60b

APC	 2-∆∆ Ct (×10-5)****	 227.29 ± 69.77a	 2.71 ± 3.72c	 98.71 ± 82.91b

	 Ct*	 28.24 ± 0.23ab	 27.08 ± 0.78b	 28.82 ± 1.75a

β-catenin	 2-∆∆ Ct (×10-8)***	 111535.71 ± 60488.06b	 359514.14 ± 244362.05a	 65733.29 ± 55736.64b

* P < 0.05, ** P < 0.01, *** P < 0.005, **** P < 0.001; a, b, c significant difference between values within the row 
C - control; CC - cancer control; C-TCAE - cancer + TCAE; Ct - treshold cycle; APC - adenomatous polyposis 
coli; KRAS - Kirsten rat sarcoma virus
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constitute a good cancer prevention strategy. In our study, we think that the induction 
of CRC by AOM in rats increased the mutation in the KRAS proto-oncogene and/or 
wild-type KRAS gene expression. A lower Ct value (25.41) in the CC group according 
to the healthy control group indicates that the expression level increased, while a higher 
(27.40) value in the C-TCAE group compared to CC indicates a reduction of the expression 
level (Table 4, P < 0.05). In this context, considering the low expression in the C-TCAE 
group, it can be assumed that TCAE reduces the mRNA expression levels of the KRAS 
proto-oncogene, which is correlated with the decrease in the number of ACFs in order to 
eliminate some of the dysfunctions in normal homeostasis induced by AOM. 

Since the expression levels of KRAS mRNA in TCAE were similar to those of the 
C group in our study, it can be said that TCAE positively affects the expression level 
of this gene. According to the literature, AOM causes KRAS gene mutations (Khare 
et al. 2003; Hu et al. 2009). However, since the data obtained in the study are based on 
the measurement of wild-type KRAS expressions, no interpretation can be made about the 
mutations. In different studies, it has been reported that some chemopreventive agents may 
display certain effect by reducing the mutation frequency in experimental colorectal cancer 
models induced by carcinogens (Hu et al. 2009; Pallem et al. 2020). More molecular 
studies are required in the future to determine whether TCAE has any effect on the 
mutation frequency. The KRAS proto-oncogene is known as the epidermal growth factor 
(EGFR) down-effectors, and overexpression of EGFR is considered an important step in 
the progression of many carcinomas (Schulz 2005). In an AOM-inducted experimental 
study by Fichera et al. (2007), it was reported that EGFR signals were increased, thereby 
inducing wild-type KRAS. In our study, we think that the decrease of KRAS mRNA expression 
levels in the C-TCAE group was due to the positive effect of TCAE on EGFR signalling. 

P53 is an antioncogene and acts as a gene transcription factor, causing arrests of the cell 
cycle and/or induction of many genes that promote apoptosis. The p53 tumour suppressor 
gene function relies on a cellular pathway network that detects DNA damage, cellular 
stress, and inappropriate mitogenic stimulation (Erster et al. 2004; Halaby et al. 2015). 
In our study, although it was remarkable that the CC group had the lowest p53 mRNA 
expression level and the C group presented the highest p53 mRNA expression level, no 
significant difference was observed (Table 4, P > 0.05). Although there was a significant 
difference in Ct values, we think that the lack of significant difference in 2ΔΔCt values is due 
to the number of samples. The CC findings in our study overlap with the findings of studies 
in which the AOM-induced CRC model was created (Hernández-Salazar et al. 2013; 
Song et al. 2019). The p53 also supports apoptosis through the transactivation of target 
genes along with transcription-independent mechanisms. The p53 presents the capacity to 
induce the transcription of several proapoptotic genes, including those encoding members 
of the Bcl-2 family such as Puma, Bax, and Noxa (Amaral et al. 2010). Previous studies 
have stated that apoptotic genes (especially Fas, Bid, and Bax) are up-regulated by wild-
type p53 (Müller et al. 1998; Sax et al. 2002). In addition, in a different study induced 
by AOM/DSS, it was stated that the expression levels of p53 and Bax mRNA decreased, 
and Bcl-2 expression increased (Song et al. 2019). It has been reported that there is no 
mutation in the p53 gene in CRCs induced by AOM (Erdman et al. 1997). As mentioned 
above, in our CRC model created with AOM, when no mutation is present in the p53 gene; 
it can be thought that TCAE administration increases the level of p53 mRNA expression, 
resulting in the incremented expression of proapoptotic genes, decreased anti-apoptotic 
genes, and thus leading to the apoptosis of tumour cells.

The cytoplasmic β-catenin is known as the key component of the Wnt pathway and 
represents a major role in the proliferation control and CRC. The destructive complex 
consisting of APC, Axin, GSK-3β, CKI in the cytoplasm are responsible for the 
phosphorylation and proteasomal degradation of β-catenin during its normal homeostasis. 
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In the case of the inactivation of the Wnt pathway, β-catenin translocates to the nucleus. 
In the nucleus, β-catenin binds to the members of the T-cell factor/lymphoid enhancer factor 
(TCF/LEF) family of transcription factors, acting as a co-activator of the transcription of 
the target gene. The hyperactivation of the regulated gene transcription of the TCF/LEF, 
β-catenin, is a hallmark of colorectal cancer development (Schulz 2005; Bian et al. 
2020). In the nucleus, and after the interaction of TCF/LEF family members, β-catenin 
performs the role of a transcription trigger, increasing the expression levels of genes such 
as Cyclin D1 and c-Myc, thus ensuring that the pathway acquires an oncogenic feature. The 
pathway of Wnt is a very important signalling pathway for the initiation and progression 
of many tissues and/or organ cancers. In this context, it has recently become an encouraging 
target for cancer chemoprevention (Herbst and Kolligs 2007). In terms of the APC gene 
expression in our study, although the APC mRNA gene expression level was low in the CC 
group, the expression level was increased in the C-TCAE group (Table 4, P < 0.001). The 
decrease in APC expression in the CC group is consistent with the findings of previous 
experimental studies (Kishimoto et al. 2000; Kishimoto et al. 2002). In the case 
of the β-catenin gene expression, it was found to be quite high in the CC group compared 
to the other groups, while the expression level was considerably reduced in the C-TCAE 
group (Table 4, P < 0.005). It was noted that this situation was inversely proportional to 
APC expressions and revealed that the pathway of Wnt/β-catenin works for this model. 
In the experimental model of CRC induced by AOM, APC mutations are rare compared 
to β-catenin (Caderni 1997; Takahashi et al. 2000). Although APC mutations were 
rare in previous studies, at the evaluation of the findings of our study, it is seen that the 
changes in the APC gene are one step ahead and this is achieved by the increase in the 
expression of non-mutant wild-type APC. He et al. (1998) reported that wild-type APC 
restricts the formation of complexes between β-catenin and TCF, thus preventing c-myc 
from becoming oncogenic. In a study by Kishimoto et al. (2002), it was stated that there 
is a relationship between a higher APC and decreased c-myc expression levels. In the light 
of the literature, it is possible to interpret that the low levels of APC expressions in the CC 
group in our study had an effect on tumour development and that the TCAE in the C-TCAE 
group prevented Cyclin D1 and c-Myc from becoming oncogenic by modulating β-catenin 
as a result of increasing the APC mRNA gene expression level. In addition, decreased APC 
mRNA expression in the colon in the CC group may be related to the increased ACF rather 
than to a mutation. In this context, the decrease in histopathological scores in the C-TCAE 
group related to ACF and the level of mRNA expression in our study show parallelism. 
In addition, the reduced β-catenin expression levels and thus prevention of tumour progress 
and proliferation may be attributed to the combined effect of decreasing mRNA expression 
of KRAS proto-oncogene and increasing APC mRNA expression levels. 

As a result, the effects of TCAE in CRC encouraged by AOM in rats in this study were 
molecularly evaluated, and it is possible to say that it prevented tumour progress and proliferation 
by modulating some changes in CRC developmental pathways; thus, it can be considered 
an effective chemopreventive agent. In order to assess the efficacy of a chemotherapeutic agent 
in experimental cancer studies and chemotherapy trials, it may be more useful to evaluate the 
mutagenic and non-mutagenic types of genes in the pathways together instead of the natural 
genes in normal homeostasis in the pathways as was done in this study. In addition, it has 
been revealed that there are significant changes in KRAS, APC and β-catenin pathways in 
experimental CRC models, and changes in these pathways can be used as evaluation criteria 
in antitumoral treatments. Adding to the findings reported by Er et al. (2019) that TCAE 
increases the antioxidant capacity of the body and activates the tumour necrosis factor-
mediated apoptosis pathway, with regard to the increased tumour suppressor gene expressions 
in our study, we can conclude that TCAE causes apoptosis in tumour cells by activating non-
mutagenic tumour suppressor genes and pathways, thus showing its antitumoral activity.



86

Conflict of Interest
The authors declare that they have no conflict of interest.

Acknowledgements
This research was supported by Selçuk University Scientific Research Project Coordinator with project number 

19202084 within the scope of the thesis project. This article was produced from the thesis subject of the first author. 
The author completed his PhD as a fellow of YÖK 100/2000 (Molecular Pathology) and TUBITAK 2211-A, 
and would like to thank both institutions for their support during his PhD education.

References
Al-Numair KS, Waly MI, Ali A, Essa MM, Farhat MF, Alsaif MA 2011: Dietary folate protects against 

azoxymethane-induced aberrant crypt foci development and oxidative stress in rat colon. Exp Biol Med 236: 
1005-1011

Amaral JD, Xavier JM, Steer CJ, Rodrigues CM 2010: The role of p53 in apoptosis. Dis Med 9: 145-152
Ashokkumar P, Sudhandiran G 2011: Luteolin inhibits cell proliferation during Azoxymethane-induced 

experimental colon carcinogenesis via Wnt/β-catenin pathway. Inves New Drugs 29: 273-284
Bian J, Dannappel M, Wan C, Firestein R 2020: Transcriptional regulation of Wnt/β-catenin pathway in colorectal 

cancer. Cells  9: 2125
Caderni G 1997: APC mutations in aberrant crypt foci and colonic tumors induced by azoxymethane in rats. Proc 

Am Assoc Cancer Res 38: 467
Chen W, Zheng R, Baade PD, Zhang S, Zeng H, Bray F, Jemal A, Yu XQ, He J 2016: Cancer statistics in China. 

2015. CA: Cancer J Clin 66: 115-132
Cunningham D, Atkin W, Lenz H, Lynch HT, Minsky B, Nordlinger B 2010: Colorectal cancer. Lancet 375: 

1030-1047
Day C, Saxton J 1998: Veterinary Homeopathy: Principles and Practice. In: Schoen AM, Wynn SG (Eds): 

Complementary and Alternative Veterinary Medicine. First edn, St Louis, Missouri, USA, pp. 485-514
Di̇k B, Er A, Corum O 2014: Effect of alcoholic extract of Tarantula cubensis (Theranekron®) on serum 

thiobarbituric acid-reactive species concentrations in sheep. Eurasian J Vet Sci 30: 68-71
Er A, Ozdemir O, Coskun D, Dik B, Bahcivan E, Faki HE, Yazar E 2019: Effects of Tarantula cubensis alcoholic 

extract and Nerium oleander distillate on experimentally induced colon cancer development. Rev Med Vet 45: 47
Erdman SH, Wu HD, Hixson LJ, Ahnen DJ, Gerner EW 1997: Assessment of mutations in Ki-ras and p53 in colon 

cancers from azoxymethane‐and dimethylhydrazine-treated rats. Published in cooperation with the University 
of Texas MD Anderson Cancer Center. Mol Carcinog 19: 137-144

Erster S, Mihara M, Kim RH, Petrenko O, Moll UM 2004: In vivo mitochondrial p53 translocation triggers 
a rapid first wave of cell death in response to DNA damage that can precede p53 target gene activation. Mol 
Cell Biol 24: 6728-6741

Fearon ER, Vogelstein B 1990: A genetic model for colorectal tumorigenesis. Cell 61: 759-767
Ferraz da Costa DC, Pereira Rangel L, Martins-Dinis MMDDC, Ferretti GDDS, Ferreira VF, Silva JL 2020: 

Anticancer potential of resveratrol, β-lapachone and their analogues. Molecules 25: 893
Fichera A, Little N, Jagadeeswaran S, Dougherty U, Sehdev A, Mustafi R, Cerda S, Yuan W, Khare S, Tretiakova 

M 2007: Epidermal growth factor receptor signaling is required for microadenoma formation in the mouse 
azoxymethane model of colonic carcinogenesis. Cancer Res 67: 827-835

Ghasemi-Dizgah A, Nami B, Amirmozafari N 2017: Tarantula cubensis venom (Theranekron®) selectively 
destroys human cancer cells via activating caspase-3-mediated apoptosis. Acta Medica Int 4: 74

Giles RH, Van Es JH, Clevers H 2003: Caught up in a Wnt storm: Wnt signaling in cancer. Biochim Biophys Acta 
Rev Cancer 1653: 1-24

Gultiken N, Guvenc T, Kaya D, Agaoglu AR, Ay SS, Kucukaslan I, Emre B, Findik M, Schäfer-Somi S, 
Aslan S 2015: Tarantula cubensis extract alters the degree of apoptosis and mitosis in canine mammary 
adenocarcinomas. J Vet Sci  16: 213-219

Gültiken N, Vural MR 2007: The effect of Tarantula cubensis extract applied in pre and postoperative period 
of canine mammary tumours. J  İstanbul Vet Sci 2: 13-23

Halaby M-J, Harris BR, Miskimins WK, Cleary MP, Yang D-Q 2015: Deregulation of internal ribosome entry site-
mediated p53 translation in cancer cells with defective p53 response to DNA damage. Mol Cell Biol 35: 4006-4017

He T-C, Sparks AB, Rago C, Hermeking H, Zawel L, Da Costa LT, Morin PJ, Vogelstein B, Kinzler KW 1998: 
Identification of c-MYC as a target of the APC pathway. Science 281: 1509-1512

Herbst A, Kolligs FT 2007: Wnt signaling as a therapeutic target for cancer. Target Discovery and Validation 
Reviews and Protocols 361: 63-91

Hernández-Salazar M, Guevara-González RG, Cruz-Hernández A, Guevara-Olvera L, Bello-Pérez LA, Castaño-
Tostado E, Loarca-Piña G 2013: Flaxseed (Linum usitatissimum L.) and its total non-digestible fraction 
influence the expression of genes involved in azoxymethane-induced colon cancer in rats. Plant Foods Hum 
Nutr 68: 259-267



87

Hu Y, Le Leu RK, Young GP 2009: Detection of K-ras mutations in azoxymethane-induced aberrant crypt foci 
in mice using LNA-mediated real-time PCR clamping and mutant-specific probes. Mutat Res Genet Toxicol 
Environ Mutagen 677: 27-32

Jemal A, Siegel R, Ward E, Hao Y, Xu J, Murray T, Thun MJ 2008: Cancer statistics. CA: Cancer J Clin 58: 71-96
Karabacak M, Eraslan G, Kanbur M, Sarıca ZS 2015: Effects of Tarantula cubensis D6 on aflatoxin-induced 

injury in biochemical parameters in rats. Homeopathy 104: 205-210
Khare S, Cerda S, Wali RK, Von Lintig FC, Tretiakova M, Joseph L, Stoiber D, Cohen G, Nimmagadda K, 

Hart J 2003: Ursodeoxycholic acid inhibits Ras mutations, wild-type Ras activation, and cyclooxygenase-2 
expression in colon cancer. Cancer Res 63: 3517-3523

Kishimoto Y, Takata N, Jinnai T, Morisawa T, Shiota G, Kawasaki H, Hasegawa J 2000: Sulindac and 
a cyclooxygenase-2 inhibitor, etodolac, increase APC mRNA in the colon of rats treated with azoxymethane. 
Gut 47: 812-819

Kishimoto Y, Yashima K, Morisawa T, Shiota G, Kawasaki H, Hasegawa J 2002: Effects of cyclooxygenase-2 
inhibitor NS-398 on APC and c-myc expression in rat colon carcinogenesis induced by azoxymethane. 
J Gastroenterol 37: 186-193

Kure S, Nosho K, Baba Y, Irahara N, Shima K, Ng K, Meyerhardt JA, Giovannucci EL, Fuchs CS, Ogino S 2009: 
Vitamin D receptor expression is associated with PIK3CA and KRAS mutations in colorectal cancer. Cancer 
Epidemiol Biomark Prev 18: 2765-2772

Lai CS, Li S, Liu CB, Miyauchi Y, Suzawa M, Ho CT, Pan MH 2013: Effective suppression of azoxymethane-
induced aberrant crypt foci formation in mice with citrus peel flavonoids. Mol Nutr Food Res 57: 551-555

Li J, Mizukami Y, Zhang X, Jo W-S, Chung DC 2005: Oncogenic K-ras stimulates Wnt signaling in colon cancer 
through inhibition of GSK-3β. Gastroenterology 128: 1907-1918

Mattiuzzi C, Lippi G 2019: Current cancer epidemiology. J Epidemiol Glob Health 9: 217-222
Migliore L, Migheli F, Spisni R, Coppedè F 2011: Genetics, cytogenetics, and epigenetics of colorectal cancer. 

J Biomed Biotechnol 2011: 792362
Müller M, Wilder S, Bannasch D, Israeli D, Lehlbach K, Li-Weber M, Friedman SL, Galle PR, Stremmel W, 

Oren M 1998: p53 activates the CD95 (APO-1/Fas) gene in response to DNA damage by anticancer drugs. 
J Exp Med 1998 188: 2033-2045

Norazalina S, Norhaizan M, Hairuszah I, Norashareena M 2010: Anticarcinogenic efficacy of phytic acid extracted 
from rice bran on azoxymethane-induced colon carcinogenesis in rats. Exp Toxicol Pathol 62: 259-268

Orlando FA, Tan D, Baltodano JD, Khoury T, Gibbs JF, Hassid VJ, Ahmed BH, Alrawi SJ 2008: Aberrant crypt 
foci as precursors in colorectal cancer progression. J Surg Oncol 98: 207-213

Pallem PVSP, Bodiga S, Bodiga VL 2020: Dietary phytate lowers K-ras mutational frequency, decreases DNA-
adduct and hydroxyl radical formation in azoxymethane-induced colon cancer. Iran J Basic Med Sci 23: 20

Papanikolaou A, Wang Q-S, Papanikolaou D, Whiteley HE, Rosenberg DW 2000: Sequential and morphological 
analyses of aberrant crypt foci formation in mice of differing susceptibility to azoxymethane-induced colon 
carcinogenesis. Carcinogenesis 21: 1567-1572

Pfaffl MW 2001: A new mathematical model for relative quantification in real-time RT-PCR. Nucleic Acids Res 
29: e45

Richter Pharma 2018: https://www.richter-pharma.at/product-theranekron-d6_301.htm. Accessed June 4, 2018
Qureshi UF, Aslam MN, Ansari MN, Khan M 2018: Role of aspirin as prophylaxis against colorectal cancer. 

J Postgrad Med Inst 29: 16-19
Refaat B, El-Shemi AG, Kensara OA, Mohamed AM, Idris S, Ahmad J, Khojah A 2015: Vitamin D3 enhances the 

tumouricidal effects of 5-Fluorouracil through multipathway mechanisms in azoxymethane rat model of colon 
cancer. J Exp Clin Cancer Res 34: 1-15

Richardson-Boedler C 2002: The brown spider Loxosceles laeta: source of the remedy Tarentula cubensis? 
Homeopathy 91: 166-170

Sax JK, Fei P, Murphy ME, Bernhard E, Korsmeyer SJ, El-Deiry WS 2002: BID regulation by p53 contributes to 
chemosensitivity. Nat Cell Biol 4: 842-849

Schulz W 2005: Molecular Biology of Human Cancers: An Advanced Student’s Textbook. Springer Science & 
Business Media press, Dordrecht, Netherlands, 508 p.

Sepporta MV, Fuccelli R, Rosignoli P, Ricci G, Servili M, Fabiani R 2016: Oleuropein prevents azoxymethane-
induced colon crypt dysplasia and leukocytes DNA damage in A/J mice. J Med Food 19: 983-989

Singh VK, Arora D, Ansari MI, Sharma PK 2019: Phytochemicals based chemopreventive and chemotherapeutic 
strategies and modern technologies to overcome limitations for better clinical applications. Phytother Res 33: 
3064-3089

Song G, Lu Y, Yu Z, Xu L, Liu J, Chen K, Zhang P 2019: The inhibitory effect of polysaccharide from Rhizopus 
nigricans on colitis-associated colorectal cancer. Biomed Pharmacother 112: 108593

Takahashi M, Mutoh M, Kawamori T, Sugimura T, Wakabayashi K 2000: Altered expression of β-catenin, 
inducible nitric oxide synthase and cyclooxygenase-2 in azoxymethane-induced rat colon carcinogenesis. 
Carcinogenesis 21: 1319-1327

Takahashi M, Wakabayashi K 2004: Gene mutations and altered gene expression in azoxymethane-induced colon 
carcinogenesis in rodents. Cancer Sci 95: 475-480



88

Tantoy IY, Cataldo JK, Aouizerat BE, Dhruva A, Miaskowski C 2016: A review of the literature on multiple 
co-occurring symptoms in patients with colorectal cancer who received chemotherapy alone or chemotherapy 
with targeted therapies. Cancer Nurs 39: 437



Plate VII
Akcakavak G. et al.: Effect ... pp. 79-88

Fig. 2. A. Hyperplasia without dysplasia in crypts (arrows), CC group, HE, bar 50 µm. B. ACF with 
low-to-moderate dysplasia in the crypts (red lines), CC group, HE, bar 50 µm. C. ACF with crypts presenting 
high-grade dysplasia, CC group, HE, bar 200 µm. Thumbnail as a close-up view of the dysplastic crypt 
(score 3)
C - control; CC - cancer control; C-TCAE - cancer + TCAE; HE - haematoxylin-eosin

Fig. 1. A. Normal bowel section, C group, HE, bar 100 µm. B. Dysplastic crypts with prominent atypical cell 
features (arrows), CC group, HE, bar 50 µm. C. ACF formed by crypts with high-grade dysplasia (score 3), 
C-TCAE group, HE, bar 100 µm 
C - control; CC - cancer control; C-TCAE - cancer + TCAE; HE - haematoxylin-eosin


