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Colorectal cancer accounts for 11% of all cancers diagnosed, and it is the sec-
ond deadliest cancer worldwide. Surgery and chemotherapy or targeted ther-
apy are generally used for the treatment of colorectal cancer. However, there
are significant challenges, such as recurrence of tumor and drug resistance,
so the application of novel methods is required for the treatment of this can-
cer. Taheri Consciousness Fields (TCFs) were founded and introduced by

Mohammad Ali Taheri. These new fields are not energy or matter and cannot
be measured directly. However, we can evaluate the effects of TCFs indirect-
ly through various kinds of research in the laboratory. This study aimed to
evaluate the effect of TCFs (A and B) on the HT29 human colon cancer cells
in two and three announcements compared with the control group. The mor-
phology and microscopic properties of cells were investigated in TCF (A) and
TCF (B) groups compared with the control, and the cells were detached and
stained with trypan blue, then the dead cells were counted. To evaluate the
inhibitory effect of the TCFs, the MTT assay was used. The expression of two
apoptosis-related genes (Bax and Bcl-2) was assessed using RT Real-time
PCR. The results demonstrated that TCFs decreased the cell number and

changed the morphology of the HT29 cells. In trypan blue dye count, more
dead cells were counted in the TCFs groups compared with the control. In the
MTT assay, both TCFs decreased the viahility of cells on HT29 cells during
in-cubation times (p< 0.05). Bax/Bcl-2 ratio increased 4.9 and 7.6-fold in the
TCF (A) and TCF (B) treated cells, respectively (P<0.05). Therefore, TCF (A)
and TCF (B) induced apoptosis in HT29 cells. The TCF (B) effect was greater
than the TCF (A) effect in all tests. There are still many ambiguities and
guestions about the nature and effects of TCFs. To clarify the issue, more

research is needed in vitro, in vivo, and clinically.
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he third most common type of cancer is
colorectal cancer and is the second lead-
ing cause of cancer-related mortality rates
worldwide. It is estimated that more than 1.8 mil-
lion colorectal cancer cases and 881,000 related
deaths occurred in the world in 2018 (Ferlay et al,,
2019). Although the highest incidence of colorec-
tal cancer is still seen in Western economically
developed countries, it has recently increased
rapidly in other parts of the world (Brenner et
al,, 2018). Modern investigations have shed light
on the pathogenesis of colorectal cancer and offer
advanced screening strategies. The prevalence of
colorectal cancer is still increasing (Siegel et al,,
2020). The current standard treatment of colorec-
tal cancer removes the tumor with surgery and
then adjuvant chemotherapy or targeted therapy.
However, tumor recurrence and drug resistance
are important challenges in treating colorectal
cancer (Wolpin et al,, 2008, Gao et al,, 2021). The
median overall survival of patients with metastat-
ic colorectal cancer is approximately 30 months,
indicating a poor prognosis in these patients (Van
Cutsem et al., 2016). For this reason, innovative
and more effective approaches and methods are
essential for the treatment of metastatic disease.
The third most common type of cancer is
colorectal cancer and is the second leading cause
of cancer-related mortality rates worldwide. It is
estimated that more than 1.8 million colorectal
cancer cases and 881,000 related deaths occurred
in the world in 2018 (Ferlay et al., 2019). Although
the highest incidence of colorectal cancer is still
seen in Western economically developed coun-
tries, it has recently increased rapidly in other
parts of the world (Brenner et al., 2018). Modern
investigations have shed light on the pathogenesis
of colorectal cancer and offer advanced screening
strategies. The prevalence of colorectal cancer is
still increasing (Siegel et al., 2020). The current

standard treatment of colorectal cancer removes

the tumor with surgery and then adjuvant chemo-
therapy or targeted therapy. However, tumor re-
currence and drug resistance are important chal-
lenges in treating colorectal cancer (Wolpin et al.,
2008, Gao etal., 2021). The median overall surviv-
al of patients with metastatic colorectal cancer is
approximately 30 months, indicating a poor prog-
nosis in these patients (Van Cutsem et al.,, 2016).
For this reason, innovative and more effective ap-
proaches and methods are essential for the treat-
ment of metastatic disease.

The nature of consciousness and its place in
science has received much attention in the current
century. Many philosophical and scientific theo-
ries have been proposed in this area. In the1980s,
Mohammad Ali Taheri introduced novel fields
with a non-material/non-energetic nature named
Taheri Consciousness Fields (TCFs). In this per-
spective, T-Consciousness is one of the three ex-
isting elements of the universe apart from matter
and energy. According to this theory, there are var-
ious TCFs with different functions, which are the
subcategories of a networked universal internet
called the Cosmic Consciousness Network (CCN).
The major difference between the theory of TCFs
and other theoretical concepts about conscious-
ness is related to the practical application of the
TCFs. TCFs can be applied to all living and non-liv-
ing creatures, including plants, animals, microor-
ganisms, materials, etc.

Mohammad Ali Taheri, the founder of Erfan
Keyhani Halgeh, a school of thought, introduced
a new science in 2020 as a branch of this school.
He coined the term Sciencefact for this new sci-
ence because it utilizes scientific investigations to
prove the existence of T-Consciousness as an irref-
utable phenomenon and a fact. Although science
focuses solely on the study of matter and energy
and Sciencefact, by contrast, explores the effects of
the [non-material/non-energetic] TCFs, Science-
fact has provided a common ground between the
two by conducting reproducible laboratory exper-

iments in various scientific fields, and it has used
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the scientific approach in proving TCFs.

The influence of the TCFs begins with the Con-
nection between CCN as the Whole Taheri Con-
sciousness of the universe and the subjects of
study as a part. This Connection called “Ettesal” is
established by a Faradarmangar’s mind (a certi-
fied and trained individual who has been entrust-
ed with the TCFs). The human mind has an inter-
mediary role (Announcer) which plays a part by
fleeting attention to the subject of study and then
the main achievement obtained as a result of the
effects of the TCFs. These fields cannot be directly
measured by science, but it is possible to investi-
gate their effects on various subjects through re-
producible laboratory experiments (Taheri, 2013).

The research methodology in the study of
T-Consciousness has been founded on the process
of Assumption, Argument, and Proof, in which the
basic Assumption is: The Cosmos was formed by
a third element called T-Consciousness that is dif-
ferent from matter and energy.

The existence of TCFs can be
demonstrated by its effects on matter and energy
(e.g, humans, animals, plants, microorganisms,
cells, materials, etc.)

is the scientific verification of the ef-
fects of TCFs on matter and energy (according to
the Argument) through various reproducible sci-
entific experiments.

Accordingly, to investigate and verify the exist-
ence, effects, and mechanisms of TCFs, the follow-
ing five research phases (Phases 0 through 4), and
the aims of each phase are outlined below.

Phase-0 studies aim to prove the existence
of TCFs by observing their effects. The nature of
T-Consciousness and what it is will not be ad-
dressed in this phase. Phase-1 explores the varied
effects of different TCFs. Phase-2 examines the
reason behind the varied effects of these fields.
Phase-3 investigates the mechanism of TCFs ef-
fects on matter and energy. Finally, Phase-4 draws
significant conclusions, particularly with regard to

the mind and memory of matter and their relation

to the T-Consciousness, etc.

In previous research, the effects of the TCFs
on MCF7 cancer cell line (Taheri et al, 2020a),
Alzheimer’s disease rat models (Taheri et al,
2021b), spatial memory, and avoidance behavior
of a rat model of Alzheimer’s disease (Taheri et
al, 2021c), tolerance of Triticum aestivum L. un-
der salinity stress (Torabi et al, 2020), bacterial
population growth (Taheri et al, 2021d), Vesicu-
lar Stomatitis Virus (VSV), Herpes Simplex Virus 1
(HSV1), Encephalomyocarditis Virus (EMCV), and
Reovirus (Taheri et al., 2021a), and the electrical
activity of the brain during Faradarmani in the
Faradarmangars population (Taheri et al, 2020b)
have been observed.

This study aimed to evaluate the effect of
T-Consciousness Fields (A and B) with two and
three announcements on HT29 human colon can-
cer cells compared with the non-treatment group
(control). The comparison was made by counting
and evaluating the number of dead cells, morphol-
ogy, and microscopic characteristics in cell culture.
MTT test to the comparison of cell viability in the
treated and untreated group was done. Also, a
quantitative evaluation of Bax apoptotic and Bcl-2
anti-apoptotic genes expression using the RT
Real-time Polymerase Chain Reaction (PCR) was

performed.

Application of Faradarmani CF

TCFs were applied to the samples according
to the protocols regulated by the COSMOintel
(www.COSMOintel.com). A
re-quest for Connection to the CCN to utilize TCF

research center

s can be placed through the COSMOintel website
in the “Assign Announcement” section. This ac-
cess is available for everyone at no cost. In or-
der to study and experience this Connection, the
researchers can register on the website at any

time and in order to report the experiment to the



COSMOintel research center. Certain details of
the experiment must be provided to the center;
for example, the characteristics or number and
name of samples and controls must be speci-
fied. This entire experiment was carried out as
a double-blind method where lab technicians

were completely unaware of TCFs theory, and

the Faradarmangar at the COSMOintel research
center who established the Connection was una-
ware of the details of the study. Double-blind is a
gold standard that is common in science exper-
iments in the field of medicine and psychology,
involving theoretical

and practical testing.

Announcement programs are shown in Table 1.

Table 2. Announcement programs for the treatment of HT29 cells and control groups

Groups Number of Announcements Announcement intervals after seeding of cells
TCF(A) group 2 min 20 hours 24
TCF(B) group 3 min 20 hours 24 hours 48
Control 0

Cell culture and studly of morphology and
microscopic properties of cells

The HT29 human colorectal cancer cells are not
only utilized to investigate the biology of human
colorectal cancers, but also it is receiving a special
interest in studies of food bioavailability and diges-
tion because of the capability to express properties
of mature intestinal cells (Martinez-Maqueda et al.,
2015). HT29 human colorectal cancer cells were
obtained from the National Cell Bank of Iran. RPMI
1640 media (Gibco, Germany) with 10% fetal bo-
vine serum (FBS) (Gibco, Germany) and 1% strep-
tomycin/penicillin (Sigma Aldrich, Germany) was
utilized for cell culture, and the cells were incubated
at 37°¢, 909% humidity, and 5% CO2. The morphology
and microscopic properties of cells were evaluated

in the TCFs treatment and control groups.

Trypan blue staining assay

Trypan blue is a vital stain, which stains with a
distinctive blue color the dead cells, while leaves
living cells unstained are seen under a microscope.
Living cells do not absorb stains because they have
a healthy cell membrane (ref).

For the trypan blue staining assay, cells were
detached from 6-well plates with trypsin, then an

equal volume of cell suspension and trypan blue

(0.4%) were mixed and incubated for three min-
utes at room temperature. Then dead cells were
counted by hemocytometer slide and were calcu-
lated the ratio of living/dead cells. Three replica-
tions were considered for all examinations.

The formula for calculation of the percentage
(%) of dead cells stained with trypan blue (Strober,
2015):

Dead cell (%) = (Apead cell/Aall counted cell) X 100

MTT assay

MTT assay was used to determine the effect of
TCFs (A and B) on the viability of HT29 cells. First,
the HT29 cells were seeded in 96 well microplates
(10,000 cells per well). Then, after 24 hours for the
TCF (A) group, and 48 hours for the TCF (B) group,
the medium of wells was exchanged with MTT solu-
tion (0.5 mg/mL), and microplates were incubated
at 37° for four hours under 5% CO5. Then, the MTT
solution was replaced with 1001 dimethyl sulfoxide
(DMSO). A plate reader (BDSL Immunoskan MS, Fin-
land) was used for the evaluation of the absorbance of
wells at 570 nm. All tests were repeated three times.
to evaluate the cell viability, the following formula was
utilized (Chueh et al,, 2014):

. s OD test—OD blank
Cell Vlablhty (%) - OD control—0D blank x 100

T
— O
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Evaluation of gene expression by RT Real-
time PCR method
The expression of Bax and Bcl-2 in HT29 cells

was assessed by RT Real-time PCR using Favor
Prep total RNA Isolation Kit (Favorgen, Taiwan).
Extraction steps were performed according to
the kit instructions. After extracting RNA from
each sample, the quantity and purity of obtained
RNA were evaluated through NanoDrop 2000

spectrophotometer (Thermo Fisher Scientific).

Table 2. Name and properties of primers used in the real-time PCR.

The cDNA was synthesized using a cDNA synthesis
kit (Biotechrabbit GmbH, Germany) follow-ing the
PCR

reaction was performed in a MIC real-time PCR

manufacturer’s instructions. The Real-time

system (BioMolecular systems, London, UK). The
final volume of each reaction was 20 ul, which
contained 10 picomoles of reciprocating primers of
Bax and Bcl-2 genes for each reaction, 40 ng cDNA,
10 pg SYBR green PCR master mix (Ampliqon, Den-
mark). In this study, the GAPDH gene was consid-
ered the reference gene. The sequences of p rimers

utilized in the present study are listed in Table 2.

Target gene Sequence of primers Length Annealing temperature
‘F: 5-TTGCTTCAGGGTTTCATCCAG-3
Bax 101 bp 65
‘R: 5-AGCTTCTTGGTGGACGCATC-3
‘F: 5-TGTGGATGACTGAGTACCTGAACC-3
Bcl-2 122 bp 66
‘R: 5-CAGGCAGGAGAAATCAAACAGAG-3
‘F: 5-CGTCTGCCCTATCAACTTTCG-3
GAPDH 74 bp 63

‘R: 5-CGTTTCTCAGGCTCCCTCT3

For the PCR reaction, the following conditions
were provided: the first step was incubation at 94°
for 12 min, followed by 40 cycles for amplification,
each cycle consists of a denaturation step for 15
seconds at 94°¢, an annealing step for 15 seconds
at 62-67°¢ and an extension step for 10 seconds at
72°¢. Melting curve analysis was performed to con-
firm the specificity of amplicons. The comparative
genes expression was calculated with the stand-
ard 224 (Livak et al., 2001, Arocho et al. 2006).

Statistical analysis

One-way ANOVA was applied to evaluate the
TCFs effects on cell viability, and genes expression
level examinations, and p <0.05 was considered

the significant level.

Evaluation of morphology and microscopic
properties
In a microscopic examination of HT29 cells in the

TCFs groups, the colonies were smaller; the cells were

rounder, and less accumulation was seen. Also, the
time required for cells to detach after trypsinization
from the plate, which is usually three to five minutes,
was reduced to two minutes in the intervention group
(this could be due to cell weakness and mortality).
The cell confluency of the TCFs groups was sig-
nificantly lower than the control group, and after
incubation times, there were still empty spaces in

the cell culture plate.

Trypan blue staining assay
The numbers of dead cancer cells of both the
TCFs groups in trypan blue dye were counted on

average at least 10% more than the control group.

MTT assay was used to evaluate the viability
of the TCF (A), and TCF (B) treated cells. Results
showed that both TCFs significantly decreased the
viability of the cells compared with the control

group (Figure 1) (p <0.05).



120

100

Cell viability (%)
3 3

N
S

20

TCF(A)

= Control

m TCFs treatment

TCF(B)

Figure 1. Cell viability of TCF (A)] and TCF (B) treated groups compared with the control. The asterisk shows a statistically
significant difference (p <0.05) between the experimental and control groups.

RT Real-time PCR
This study showed the change in the

expression of Bcl-2 and Bax genes and the ratio of
Bax/Bcl-2 in TCF (A) and TCF (B) treated HT29
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and TCF(B) treated cells compared with control
(Figure2, a). The Bcl-2 expression was significantly
decreased in both TCFs groups (p<0.05; Figure2, b).
Bax/Bcl-2 ratio was significantly increased in the
TCFs treated cells (p<0.05; Figure2, c).
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Figure 2 . The expression of Bax (a) and Bel-2 (b) and the ratio of Bax/Bcl-2 (c) in TCF (A) and TCF (B) treated cells
compared with control. The asterisk displays a significan difference between the TCFs groups and the control (p <0.05).

In the present study, TCF (A) and TCF (B) consid-
erably influenced the number of cells and morphol-
ogy of HT29 human colon cancer cells. In the trypan
blue staining assay, more dead cells were counted
in the TCFs groups compared with the control. This
may indicate an inducing effect of the TCFs on the
death of HT29 cells. In the MTT assay, both TCFs de-
creased the viability of cells at the mentioned incu-
bation times (p< 0.05).

The Bcl-2 family members have a critical role in
the regulation of death or survival of the cells. Chem-
otherapeutic agents partially affect the expression of
numerous members of the Bcl-2 family in cancerous
cells. The members of the Bcl-2 family contribute
to apoptosis through activation (Bax) or inhibition
(Bcl-2) genes (Green et al,, 1998, Rao et al,, 1997).

The expression of Bcl-2, Bax genes, and the Bax/
Bcl-2 ratio was evaluated in the present study. The
results showed that Bax gene expression increased
and Bcl-2 gene expression decreased in both TCF (A)
and TCF (B) groups compared to the control. The ra-
tio of Bax/Bcl-2 is an indicator for determining cell
susceptibility to apoptosis and helps the determina-
tion of cell destiny (Gross 2001). Bax/Bcl-2 ratio in-
creased 4.9 and 7.6-fold compared to control via TCF
(A) and TCF (B), respectively (P<0.05) which shows
apoptosis induced by both TCFs significantly.

The effect of Faradarmani CF on MCF7 cells was

assessed in a previous study. The Faradarmani CF

was announced every hour until the end of the ex-
perimentation at 6, 18, and 24 hours from the initial
start time. The viability of cells was assessed by MTT
assay. The expression of Bax and Bcl-2 genes was
as-sessed via RT Real-time PCR technique in the M
CF- 7 breast
significantly

increased the proliferation of the MCF-7 cells (18%)

cancer cells. Faradarmani CF

in comparison to the control in a time-dependent
manner. Furthermore, in the cells treated with Fara-
darmani CF, the ratio of Bax/Bcl-2 was decreased (1-
fold), compared with the control suggesting a higher
MCF7 cell survival and resistance to death (Taheri et
al, 2020a).

The influence of TCFs on cancer cells seeming-
ly displays different results. Both of TCFs showed a
significant anticancer effect; however, the effects of
TCF(B) were greater than TCF(A) in all experiments.
It is necessary to further study of TCFs and perform
laboratory tests in a variety of areas. Therefore, ex-
tensive studies in vitro and in vivo are needed to
evaluate the efficacy of TCFs on cancer, and further

studies are recommended.

This study was performed at the Cancer
Biomedical Center (CBC) Research Institute in Tehran,
Iran; we thank the members of this laboratory

for their assistance in the experiments.



The authors declare no conflict of interest.

Arocho, A, B. Chen, M. Ladanyi & Q. Pan. (2006). Validation of the the 2-DeltaDeltaCt calculation as an alternate method of data analysis for
guantitative PCR of BCR-ABL P210 transcripts. Diagnostic Molecular Pathology, 15, 56-61.

Brenner, H. & C. Chen. (2018). The colorectal cancer epidemic: challenges and opportunities for primary, secondary and tertiary prevention. British
Jjournal of cancer, 119,785-792,

Chueh, P. J,, R.-Y. Liang, Y.-H. Lee, Z.-M. Zeng & S.-M. Chuang. (2014). Differential cytotoxic effects of gold nanoparticles in different mammalian
cell lines.Journal of hazardous materials, 264, 303-312.

Ferlay, J., M. Colombet, |. Soerjomataram, C. Mathers, D. Parkin, M. Pifieros, A. Znaor & F. Bray. (2019). Estimating the global cancer incidence and
mortality in 2018: GLOBOCAN sources and methods. /nternational journal of cancer, 144, 1941-1953,

Gao, S., F. Soares, S. Wang, C. C. Wong, H. Chen, Z. Yang, W. Liu, M. Y. Go, M. Ahmed & Y. Zeng. (2021). CRISPR screens identify cholesterol biosyn-
thesis as a therapeutic target on stemness and drug resistance of colon cancer.Oncogene, 1-13.

Green, D. R. & J. C. Reed. (1998). Mitochondria and apoptosis. Science, 1309-1312.
Gross, A. (2001). BCL-2 proteins: regulators of the mitochondrial apoptotic program./UBMB life, 52, 231-236.
Livak, K. J., & Schmittgen, T. D. (2001). Analysis of relative gene expression data using real-time guantitative PCR and the 2(-Delta Delta C(T)) Meth-
odMethods (San Diego, Calif.), 25(4), 402-408. https://doi.org/10.1006/meth.2001.1262.

Martinez-Maqueda, D., B. Miralles & |. Recio. (2015). HT29 cell line. The impact of food bioactives on health, 113-124,

Rao, L. & E. White (1997) Bcl-2 and the ICE family of apoptotic regulators: making a connection. Current opinion in genetics & development, 7, 52-
58.

Siegel, R. L., K. D. Miller, A. Goding Sauer, S. A. Fedewa, L. F. Butterly, J. C. Anderson, A. Cercek, R. A. Smith & A. Jemal. (2020). Colorectal
cancer statistics, 2020. CA: a cancer journal for clinicians, 70, 145-164,

Strober, W. (2015). Trypan blue exclusion test of cell viability. Current protocols in immunology, 1, A3. B. 1-A3. B. 3.

Taheri M. A. (2013). Human from another outlook (2nd Edition). ISBN-13: 978-1939507006, ISBN- 10: 1939507006.

Taheri, M. A, M. R. Etemadi, S. Torabi, N. Nabavi & F. Semsarha. (2021a). Evaluation of the Influence of aradarmani Consciousness Field on Viral
Growth.

Taheri, M. A, F. Semsarha, M. Mahdavi, Z. Afsartala & L. Amani. (2020a). The Influence of the aradarmani Consciousness Field on the Survival and
Death of MCF-7 Breast Cancer Cells: An Optimization Perspective. Available at SSRN 3705537

Taheri, M. A, F. Semsarha & F. Modarresi-Asem. (2020b). An Investigation on the Electrical Activity of the Brain during Fara-Darmani Connection in
the Fara-Therapist Population.

Taheri, M, A,, S. Torabi, N. Nabavi & F. Semsarha. (2021b). Faradarmani Consciousness Field Suppresses Alzheimer’s Disease Development in Both
in Vitro and in Vivo Models of The Disease.

Taheri, M. A, Torabi, S, Nabavi, N. & Semsarha, F. (202Ic). Influence of aradarmani Consciousness Field (FCF) on Spatial Memory and Passive
Avoidance Behavior of Scopolamine Model of Alzheimer Disease in Male Wistar Rats.

Taheri, M. A., G. Zarrini, S. Torabi, N. Nabavi & F. Semsarha. (2021d). Influence of Faradarmani Consciousness Field on Bacterial Population Growth.
bioRxiv.

Torabi, S., Taheri, M. A, & Semsarha, F. (2020). Alleviative effects of Faradarmani Consciousness Field on Triticum aestivum L. under salinity
stress. FIOOOResearch, 9,1089.

Van Cutsem, E., A. Cervantes, R. Adam, A. Sobrero, J. Van Krieken, D. Aderka, E. A. Aguilar, A. Bardelli, A. Benson & G. Bodoky. (2016). ESMO consen-
sus guidelines for the management of patients with metastatic colorectal cancer. Annals of Oncology, 27, 1386-1422.

Wolpin, B. M. & R. J. Mayer. (2008). Systemic treatment of colorectal cancer. Gastroenterology, 134, 1296-1310. el

ThetkirstiJournakin:
T=ConsciousnessiResearch





