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Abstract

The aim of the present study was to evaluate the immunomodulatory action of Biofield Energy Healing (the Trivedi Effect®) 
Treatment to the animals and to the novel proprietary test formulation in tri-nitro benzene sulphonic acid (TNBS)-induced 
male Sprague Dawley rats. The test formulation consists of minerals (zinc, magnesium, iron, and copper) and vitamins (B6, B12, 
and D3). Each ingredient of the test formulation was divided into two parts. One part was denoted as the control without any 
Biofield Energy Healing Treatment, while the other part was defined as the Biofield Energy Treated sample, which received 
the Biofield Energy Healing Treatment by a renowned Biofield Energy Healer, Mr. Mahendra Kumar Trivedi. Additionally, 
three group of animals were also received Biofield Energy Treatment per se under similar conditions. The cellular biomarkers 
like cluster of differentiation-4 (CD4+), CD8+, and CD28+, biochemistry and hematology along with histopathologic profile 
were evaluated. The percentage of CD4+ count was increased by 8.87% in the G6 (Biofield Energy Treatment per se at day 
-15) group as compared to the untreated test formulation (G4) group. While the expression of CD8+ count was increased by 
10.12% and 13.01% in the G6 and G7 (Biofield Energy Treated test formulation at day -15) groups, respectively as compared 
with the disease control (G2) group. Moreover, the level of CD28+ was significantly (p≤0.001) increased by 15.50% in the G5 
(Biofield Energy Treated test formulation) group compared to the G2 group. In hematological analysis, platelet count was 
increased in the G7 by 8% compared with the G4. The level of uric acid was decreased by 40.47%, 13.8%, and 14.28% in 
the G6, G8 (Biofield Energy Treatment per se to animals plus Biofield Energy Treated test formulation at -15 day), and G9 
(Biofield Energy Treatment per se to animals plus untreated test formulation) groups, respectively as compared with the G4 
group. Histopathologic findings of all the tested groups did not show any abnormal findings with respect to the safe and non-
toxic treatment strategies, which indicated that, the test formulation and Biofield Energy Treatment per se ameliorates colon 
inflammation in the TNBS-induced colitis rats by decreasing histopathologic lesions. Overall, the experimental data concluded 
that the Biofield Energy Treated test formulation showed considerable improved cellular and humoral immune response as 
compared with the untreated test formulation. Thus, the Trivedi Effect®-Biofield Energy Healing Treatment per se and the test 
formulation considerable improved cellular immune response, immunomodulatory effect, and gut health function. 
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Abbreviations: CAM: Complementary and Alternative 
Medicine; NCCAM: National Center for Complementary and 
Alternative Medicine; NBF: Neutral Buffer Formalin; HPS: 
Histopathological Score; IBS: Irritable Bowel Syndrome.

Introduction

Natural defence system of the body against various 
infectious diseases is maintained and denoted as immunity, 
while several factors has been reported to trigger the 
immunity such as internal and external stimuli, different 
forms of infection, and immunization [1]. Immune system has 
been categorized in two major categories; these are innate 
immune system (non-specific immune system) and adaptive 
immune system (specific or acquired immune system) [2]. 
In order to maintain the strong immunity, immune system 
has to be modulated using different methods. Vitamins, 
minerals and many alternative treatment approaches have 
been found to have significant contribution related with the 
immunomodulatory therapeutics. Besides, with comparison 
to the other synthetic drugs, vitamins and minerals have 
constituted the minimal side effects. These constituents may 
influence the immune system either by affecting the immune 
cells functions or affecting the antibody secretion in order to 
control the infection and to maintain the immune homeostasis. 
With continued increased incidence of diseases, increased 
population growth, and altered lifestyles [3], gastrointestinal 
diseases has been increasing. Besides, multidrug has been 
developed due to the high use of antibiotics [4]. Thus, a novel 
test formulation has been developed that would improve 
the immunomodulation using various haematological and 
biochemical characteristics. Immunomodulatory modulation 
based drugs has been increased its importance because they 
alter the immune response at desired level [5,6]. Stress is 
one of the major factors which alters the immune system 
and causes many autoimmune and inflammatory diseases 
[7,8]. The novel test formulation comprised of zinc chloride, 
ferrous sulphate, copper chloride (II-cupric), pyridoxine HCl 
(vitamin B6), cyanocobalamin (vitamin B12), magnesium (II) 
gluconate, and cholecalciferol (vitamin D3) and it was tested 
against the various immunologic parameters. Minerals and 
vitamins have been reported to alter the immune response 
and were reported to work against many inflammatory 
diseases [9-11]. In addition, the test formulation was 
treated with the complementary medicine, Biofield Energy 
Treatment by a renowned Biofield Energy Healer. 

Biofield therapy, one of the best Complementary and 
Alternative Medicine (CAM) defines as the group of therapies 
altering the people’s health and well-being by interacting 
with their biofield. These therapies has been found to be 
significant against stress reduction and enhanced coping 
abilities, reduction in chronic pain in case of arthritis and other 

conditions, quicker recovery from many infectious diseases, 
and overall improved functioning of bodily systems. Biofield 
Energy Healing as CAM has been accepted worldwide [12,13]. 
Biofield Energy Healing Therapies have been practiced 
and accepted by the U.S. population and is well defined 
by National Center for Complementary and Alternative 
Medicine (NCCAM) [14, 15]. Some complementary therapies 
significantly reported worldwide for their wide acceptability 
such as external qigong, Johrei, Reiki, therapeutic touch, 
yoga, Qi Gong, polarity therapy, Tai Chi, pranic healing, deep 
breathing, chiropractic/osteopathic manipulation, guided 
imagery, meditation, massage, homeopathy, hypnotherapy, 
progressive relaxation, acupressure, acupuncture, special 
diets, relaxation techniques, Rolfing structural integration, 
healing touch, movement therapy, pilates, mindfulness, 
Ayurvedic medicine, traditional Chinese herbs and medicines 
in biological systems both in vitro and in vivo. The Trivedi 
Effect®-Consciousness Energy Healing therapies found 
significantly improved the metal physicochemical properties 
[16-18], improved crop yield in agriculture science [19,20], 
microbiology [21-23], biotechnology [24,25], improved 
bioavailability of many compounds [26-28], improved 
skin health [29,30], improved properties of nutraceuticals 
[31,32], cancer science research [33,34], improved overall 
bone health [35-37], human health and wellness. Thus, the 
present study was designed to study the immunomodulatory 
activity of the test formulation using immune biomarkers 
such CD markers (CD4+, CD8+, and CD28+), hematology 
parameters, biochemistry, and histopathology in Sprague 
Dawley rats. 

Materials and Methods

Chemicals and Reagents

Copper chloride, cholecalciferol (vitamin D3), sodium 
carboxymethyl cellulose (Na-CMC), sulphasalazine, and 
iron (II) sulfate were procured from Sigma-Aldrich, USA. 
Pyridoxine hydrochloride (vitamin B6), zinc chloride, 
cyanocobalamin (vitamin B12), and magnesium (II) gluconate 
were purchased from TCI, Japan. TNBS (Tri-nitro Benzene 
Sulphonic acid) was purchased from HiMedia, India. All the 
other chemicals used in this experiment were analytical 
grade procured from India. 

Experimental Animals

Randomly breed male Sprague Dawley rats with body 
weight around 220 to 350gm were used in this study. The 
animals were purchased from M/s. National Institute of 
Biologicals, India. Animals were randomly divided into 
nine groups based on their body weights consist of eight 
animals of each group. They were kept individually in 
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sterilized polypropylene cages with stainless steel top grill 
having provision for holding pellet feed and drinking water 
bottle fitted with stainless steel sipper tube. The animals 
were maintained as per standard protocol throughout the 
experiment. 

Consciousness Energy Healing Strategies

Each ingredient of the test formulation was divided into 
two parts. One part of each ingredient was considered as 
control, where no Biofield Energy Treatment was provided. 
Another part of each ingredient received Biofield Energy 
Treatment by Mr. Mahendra Kumar Trivedi (known as the 
Trivedi Effect®) under laboratory conditions for ~3 minutes. 
In addition, three different test group as per experimental 
protocol, the animals were also received Biofield Energy 
Treatment under laboratory conditions for ~3 minutes. 
The blessing/treatment was given to the test items by his 
physical presence without touching in the laboratory of 
Dabur Research Foundation, near New Delhi, India. Similarly, 
the control samples were subjected to “sham” healer under 
the same laboratory conditions for ~3 minutes. The “sham” 
healer did not have any knowledge about the Biofield Energy 
Treatment. After that, the Biofield Energy Treated samples 
were kept in the similar sealed condition. The Biofield 
Energy Treated animals were also taken back to the animal 
experimental room for further proceedings.

Experimental Test Groups

The gut health oxidative stress biomarkers experiment 
was divided into 9 animals groups from G1 to G9. G1 denoted 
as normal control with vehicle (0.5% CMC), G2 group defined 
as colitis control, with 50% TNBS in ethanol using intra-
colonic route, G3 group included reference compound i.e. 
sulfasalazine (250mg/kg), G4 group included administration 
of untreated test formulation, G5 included Biofield Energy 
Treated test formulation, G6 group denoted as Biofield 
Energy Treatment per se to the animals (Day -15) along with 
vehicle (0.5% CMC), G7 group defined as Biofield Energy 
Treated test formulation from day -15, G8 group included 
Biofield Energy Treatment per se to the animals along with 
Biofield Energy Treated test formulation from day -15, 
and G9 group animals were administered with the Biofield 
Energy Treatment per se (day -15) to the animals along with 
the untreated test formulation. 50% TNBS in ethanol was 
given to the entire test group except G1. 

Detailed Experimental Procedure

After acclimatization, animals were randomized and 
grouped based on their body weight after five days. Out of 
total nine groups, groups G1, G2, and G6 were treated with 
0.5% w/v CMC-Na in distilled water for 8 weeks (day 1 to 

56). Group 2 is TNBS induced colitis group (50% TNBS in 
ethanol), while group 3 was treated orally with sulphasalazine 
(reference item) at a dose of 250mg/kg body weight for 8 
weeks. The freshly prepared suspension of untreated and 
Biofield Energy Treated Test formulation were administered 
orally to the G4 and G5 groups at a dose of 130.525mg/kg 
for 8 weeks. Similarly, group G7 and G8 group were treated 
with the test formulation at a dose 130.525mg/kg from the 
day of Biofield Energy Treatment (day -15 to 56), while in 
group G9, Biofield Energy Treated animals were treated with 
untreated test formulation for 8weeks. Before the induction 
of experimental colitis, a short fasting preceded. The 
duration ranged from 12 to 18hours, while the chronic colitis 
was induced by intra-colonic administration of TNBS-50% 
ethanol in a total volume of 400μL, at a dose of 10mg/rat. 
TNBS was instilled by a suitable medical-grade polyurethane 
catheter for enteral feeding approximately 8 cm proximal 
to the anal verge. Accordingly, TNBS injection was given on 
day 1, 8, 15, 21, 27, 34, 40, 48, and 54. TNBS-50% ethanol 
was given to all the animals from G2 to G9. At the end of the 
experiment, blood was collected from the retro-orbital plexus 
using capillary tube for the estimation of CD biomarkers 
(CD4+, CD8+, and CD28+), hematological parameters (RBC, Hb, 
PCV, MCV, MCH, MCHC, platelet count, and RDW-CV). Serum 
was used for the estimation of biochemical parameters such 
as magnesium, blood urea, creatinine, uric acid, calcium, 
phosphorus, sodium, potassium, and chloride ions. Colon 
tissues were collected and fixed with neutral buffer formalin 
(NBF) for histopathological analysis. 

Assessment of Cellular Immune Responses 

Cellular immune response, such as CD4+, CD8+, and CD28+ 
were estimated in whole blood using Guava Flow Cytometer; 
EasyCyte. The mean values were calculated for each group 
with SEM. The percent change in the Biofield Energy Treated 
group was calculated compared to the vehicle treatment 
group.

Assessment of Hematology Parameters

Haematological parameters such as RBC, Hb, PCV, 
MCV, MCH, MCHC, and platelet count, and RDW-CV values 
were analyzed using Hematology analyzer (Abbott Model-
CD-3700) in blood samples.

Assessment of Biochemical Analysis 

Blood biochemistry parameters such as magnesium, blood 
urea, creatinine, uric acid, calcium, phosphorus, sodium, 
potassium, and chloride ions were analyzed using serum by 
Biochemistry Analyzer, Spectralab A– plus, Italy. 

Gross Pathology and Histopathology Analysis
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Colon tissue was fixed in NBF, embedded in paraffin 
sections, stained with hematoxylin and eosin, and was 
examined under microscope for colonic inflammation, 
infiltration of neutrophils, lymphocytes, plasma cells, 
eosinophils, and histocytes into the intestinal wall, mucosa 
and sub mucosa, crypt distortion, abscess, ulceration, sub-
mucosal edema, and thickening of intestinal wall. All the 
others vital organs were isolated for gross pathological 
assessment. The tissues were processed using Automatic 
Tissue Processor and embedded in paraffin wax using Tissue 
Embedding System (Medimeas Instruments, Model No. 
MTC-TE). Sections were cut at an approximate thickness of 
4 to 5microns with the help of Microtome (Leica Biosystem, 
Model No. RM2125 RTS, Germany) and sprayed on Flotation 
Work Station and collected on double frosted slide, dried at 
room temperature or with the slide dryer, as required. All the 
sections were stained manually with hematoxylin and eosin 
staining method.

Statistical Analysis

The data were expressed as mean ± standard error 
of mean (SEM) and subjected to statistical analysis 
using SigmaPlot (Version 11.0). For between two groups 
comparison Student’s t-test was performed, while multiple 
groups analysis one-way ANOVA was performed followed 
by post hoc analysis by Dunnett’s test. The p≤0.05 was 
considered as statistically significant (n=8).

Results and Discussion

Measurement of Cellular (CD4+, CD8+, and CD28+) 
Immune Responses 

The novel test formulation against cellular immune 
response and the vital biomarkers tested were CD4+, 
CD8+, and CD28+ and the results in term of percentage are 
presented in the Figure 1 (A-C). CD4+ and CD28+ levels 
treated with TNBS (G2) was found to be 8% and 4.26% 
higher, respectively than the normal control (G1) group. In 
addition, the experimental groups showed the percentage 
of CD4+ was increased by 8.87% in the G6 (Biofield Energy 
Treatment per se at day -15) group as compared with the 
untreated test formulation (G4) group. Moreover, the level of 
CD8+ was increased by 2.33%, 10.12%, 13.01%, and 7.50% 
in the G5 (Biofield Energy Treated test formulation), G6, 
G7 (Biofield Energy Treated test formulation at -15 Day), 
and G8 (Biofield Energy Treatment per se to animals plus 
Biofield Energy Treated test formulation at -15 day) groups, 
respectively as compared to the disease control (G2) group. 
Group G4 and G5 showed significant (p≤0.001) increase the 
level of CD28+ by 15.31% and 15.50%, respectively, when 
compared to the G2 group, while significant decreased level 
of CD28+ was observed in G7 group as compared to the G2 

group.

Other experimental groups showed a change as 
compared with the diseases control (G2) group. The T-cells 
has been reported to have vital role in cellular immunity, 
while infection can be controlled by CD4+ or T4 cells (helper 
cells), while on the other side capacity to kill the infected 
cells or cancerous cells was governed by the suppressor 
or killer cells (T8 cells or CD8+). These cells are the major 
power cells to fight any infection [38,39]. This experimental 
data suggested that the Biofield Energy Healing (the Trivedi 
Effect®) Treatment has shown a significant improved cellular 
immune response in the above test groups as compared 
with the disease control group, which could be used against 
various gastrointestinal inflammatory and autoimmune 
disorders. 

Figure 1: The effect on the cellular biomarkers in blood 
sample of male Sprague Dawley rats after treatment with 
the test formulation on various groups (G1 to G9). (A) 
CD4+; (B) CD8+; and (C) CD28+. 
G1: Normal control; G2: Disease control; G3: Sulphasalazine, 
250 mg/kg; G4: Untreated test formulation; G5: Biofield 
Energy Treated test formulation; G6: Biofield treatment per 
se to animals (-15 Days); G7: Biofield Energy Treated test 
formulation (-15 Day); G8: Biofield Energy Treatment per 
se to animals plus Biofield Energy Treated test formulation 
(-15 day); and G9: Biofield Energy Treatment per se to 
animals plus untreated test formulation. All the values are 
represented as mean ± SEM (n=8) ***p≤0.001 vs. G2.
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Hematological Analysis

Major hematological parameters were after treatment 
with the Biofield Energy Treated and untreated test 
formulation. The experimental data was presented in 
(Table 1), which showed the results and comparison was 
performed with change in percentage with disease control 
and untreated test formulation groups. However, all the 
experimental treatment groups showed altered levels 
compared with the G2 and G4 groups. The RBC count (106/

𝜇L) in the Biofield Energy Treated test formulation group
(G5) was slightly increased i.e. 9.38±0.09, while 9.27±0.15 
in the G7 group. However, platelet count (thousand/mm3) 
was reported in the G5 and G7 groups by 4.15% and 8%, 
respectively compared with the untreated test formulation 
(G4) group. Therefore, the data suggested the changes in the 
hematological parameters in the treatment groups (G3 to 
G9) with respect to the tested parameters such as platelets, 
PCV, MCV, MCHC, hemoglobin, MCH, RDW-CV and RBC.

Group
Hb RBC PCV MCV MCH MCHC Platelet Count 

(thousand/mm3) RDW-CV
(gm/dL) (106/L) (%) (fl) (pg) (%)

G1 17.00 ± 0.16 9.24 ± 0.19 43.36 ± 0.28 52.44 ± 0.56 18.45 ± 0.22 35.18 ± 0.11 1229.50 ± 38.07 13.30 ± 0.18

G2 16.39 ± 0.20 9.40 ± 0.12 47.66 ± 0.59 50.74 ± 0.45 17.44 ± 0.16 34.38 ± 0.19 1464.63 ± 97.89 13.86 ± 0.17

G3 16.59 ± 0.21 9.31 ± 0.19 47.64 ± 0.66 51.21 ± 0.60 17.84 ± 0.24 34.81 ± 0.14 1299.50 ± 83.46 13.76 ± 0.17

G4 16.76 ± 0.31 9.14 ± 0.19 47.51 ± 0.90 52.01 ± 0.35 18.38 ± 0.12 35.30 ± 0.12 1400.63 ± 60.64 13.68 ± 0.17

G5 17.19 ± 0.24 9.38 ± 0.09 48.36 ± 0.58 51.59 ± 0.30 18.33 ± 0.16 35.55 ± 0.13 1458.75 ± 102.88 13.81 ± 0.17

G6 16.29 ± 0.17 8.86 ± 0.13 46.11 ± 0.51 52.08 ± 0.45 18.36 ± 0.17 35.29 ± 0.12 1405.88 ± 70.53 13.78 ± 0.27

G7 16.89 ± 0.28 9.27 ± 0.15 47.88 ± 0.75 51.63 ± 0.51 18.21 ± 0.16 35.26 ± 0.10 1512.75 ± 82.22 13.75 ± 0.18

G8 16.58 ± 0.37 9.00 ± 0.16 47.34 ± 0.99 52.59 ± 0.38 18.43 ± 0.10 35.06 ± 0.16 1367.00 ± 136.00 13.56 ± 0.34

G9 16.94 ± 0.30 9.05 ± 0.16 47.98 ± 0.94 53.01 ± 0.64 18.74 ± 0.23 35.34 ± 0.15 1372.50 ± 82.40 14.30 ±0.44

Table 1: Hematology profile after treatment with the Biofield Energy per se and Biofield Energy 
Treated test formulation in experimental rats.
G1: Normal control; ; G2: Disease control (50% TNBS in ethanol, (10 mg); 400 µL through intra-colonic route); G3: Sulphasalazine, 
250 mg/kg; G4: Untreated test formulation; G5: Biofield Energy Treated test formulation; G6: Biofield treatment per se to animals 
(-15 Days); G7: Biofield Energy Treated test formulation (-15 Day); G8: Biofield Energy Treatment per se to animals plus Biofield 
Energy Treated test formulation (-15 Day); and G9: Biofield Energy Treatment per se to animals plus untreated test formulation. 
All the values are represented as mean ± SEM (n=8). RBC: Red blood cells, Hb: Haemoglobin; PCV: Packed cell volume; MCV: Mean 
corpuscular volume; MCH: Mean corpuscular haemoglobin; MCHC: Mean corpuscular haemoglobin concentration; RDW-CV: Red 
cell distribution width - coefficient of variation. All values are expressed as the mean ± SEM (n=8). 

Clinical manifestation of IBD includes exacerbated 
hematological imbalance leading to unexplained diarrhea 
and malena. Hematology provides an insight in the 
disease state of colitis. The various components of blood 
disproportionately altered in different treatment groups and 
colitis control group. Overall, the data suggested an improved 
haematological profile of animals suggesting significant role 
of the Biofield Energy Treated test formulation. The novel 
test formulation contained minerals and vitamins, which 
improved the animal hematology parameters compared 
with the untreated test formulation. This suggests that the 
novel test formulation has immunomodulatory activity that 
can be used effectively against various gut inflammatory and 
autoimmune diseases. 

Biochemical Parameters

Blood biochemistry of all the animals after treatment 
with the test formulation showed significant alterations in 
the tested biochemical among all the treatment groups (G3 
to G9) with respect to the magnesium, sodium, chloride, 
potassium, calcium and phosphorus. Besides, the level of uric 
acid was decreased by 40.48%, 13.69%, and 14.29% in the 
G6, G8, and G9 groups, respectively as compared with the G4 
group. All the data of biochemistry after oral administration 
of the Biofield Energy Treated and untreated test formulation 
are presented in Table 2. Thus, role of the Trivedi Effect®-
Biofield Energy Healing can be used to improve the immunity 
profile along with the wide range of applications in gut 
inflammatory diseases and its associated disorders.
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Group Magnesium 
(mg/dL)

Blood 
Urea 

(mg/dL)

Creatinine 
(mg/dL)

Uric Acid 
(mg/dL)

Calcium 
(mg/dL)

Phosphorus 
(mg/dL)

Na+ 
(Meq/L)

K+ Cl-

(mEq/L) (mEq/L)

G1 1.48 ± 0.06 29.89 ± 
1.14 0.30 ± 0.00 0.26 ± 

0.05
10.46 ± 

0.11 7.21 ± 0.18 147.30 ± 
1.03

4.81 ± 
0.08

108.38 ± 
0.98

G2 1.66 ± 0.04 29.06 ± 
1.82 0.30 ± 0.02 1.35 ± 

0.50
11.08 ± 

0.11 9.03 ± 0.75 143.60 ± 
1.13

4.69 ± 
0.10

104.35 ± 
1.91

G3 1.41 ± 0.10 25.70 ± 
0.87 0.30 ± 0.03 0.75 ± 

0.23
11.65 ± 

0.08 9.68 ± 0.36 145.54 ± 
0.84

4.76 ± 
0.05

102.63 ± 
1.19

G4 1.86 ± 0.09 25.14 ± 
1.05 0.28 ± 0.03 2.10 ± 

0.29
10.95 ± 

0.17 10.10 ± 0.60 143.81 ± 
0.61

4.65 ± 
0.11

106.25 ± 
1.50

G5 1.83 ± 0.10 28.13 ± 
1.49 0.30 ± 0.00 2.26 ± 

0.29
11.31 ± 

0.15 10.35 ± 0.38 146.76 ± 
0.63

4.84 ± 
0.10

106.13 ± 
1.33

G6 1.64 ± 0.11 28.16 ± 
0.89 0.31 ± 0.01 1.25 ± 

0.29
10.28 ± 

0.08 8.41 ± 0.31 145.85 ± 
1.03

4.61 ± 
0.18

108.38 ± 
1.86

G7 1.66 ± 0.09 35.56 ± 
1.83 0.31 ± 0.02 2.14 ± 

0.34
11.03 ± 

0.15 10.49 ± 0.56 147.03 ± 
1.03

4.70 ± 
0.12

106.88 ± 
1.25

G8 1.71 ± 0.09 32.14 ± 
2.08 0.30 ± 0.00 1.81 ± 

0.30
11.15 ± 

0.22 9.63 ± 0.52 147.23 ± 
0.66

4.74 ± 
0.05

105.75 ± 
1.46

G9 1.70 ± 0.09 27.81 ± 
1.71 0.29 ± 0.01 1.80 ± 

0.13
11.29 ± 

0.22 9.65 ± 0.24 144.83 ± 
0.71

4.85 ± 
0.08

103.50 ± 
0.73

Table 2: Estimation of animal biochemical parameters after treatment with the test formulation and Biofield Energy Treatment.
G1: Normal control; G2: Disease control (50% TNBS in ethanol, (10mg); 400µL through intra-colonic route); G3: Sulphasalazine, 
250mg/kg; G4: Untreated test formulation; G5: Biofield Energy Treated test formulation; G6: Biofield treatment per se to animals 
(-15 days); G7: Biofield Energy Treated test formulation (-15 day); G8: Biofield Energy Treatment per se to animals plus Biofield 
Energy Treated test formulation (-15 day); and G9: Biofield Energy Treatment per se to animals plus untreated test formulation. 
All the values are represented as mean ± SEM (n=8). RBC: Red blood cells, Hb: Haemoglobin; PCV: Packed cell volume; MCV: Mean 
corpuscular volume; MCH: Mean corpuscular haemoglobin; MCHC: Mean corpuscular haemoglobin concentration; RDW-CV: Red 
cell distribution width coefficient of variation. All values are expressed as the mean ± SEM (n = 8). 

Gross and Histopathological Findings

Macroscopic evaluation of the colon after TNBS 
administration revealed the presence of hyperaemia, 
inflammation, mucosal edema and hemorrhagic ulcerations 
(Figure 2). To assess the severity of colonic inflammation 
histopathologically, histopathological score (HPS) was 
calculated [40,41]. Ulceration, massive inflammatory cell 
infiltration, colon structure disorganization, goblet cell 
depletion, sub-mucosal edema and collagen deposition 
were found throughout the colons in the present study. The 
histopathologic analysis revealed Trans mural inflammation, 
characterized by inflammatory cell infiltration, which was 
associated with a thickening of the colon wall, ulcerations, 
loss of goblet cells and collagen deposition which were found 
significantly throughout the colon in the colitis control group. 
The HPS of the colon in rats was found to be significantly 
decreased in all the treatment groups except G5 group. 
The above findings could indicate that the Biofield Energy 
Treated and untreated Proprietary Product to animals 

ameliorates colon inflammation in the TNBS induced colitis 
rats by decreasing histopathological lesions.

Increased in HPS of colon in all the parameters tested 
were observed in colitis control group (G2), when compared 
to normal control (G1). However, sulphasalazine treated 
group showed decreased pattern of HPS in all the parameters 
tested except for increased collagen deposition as compared 
to the colitis control. Decreased in total HPS (ulceration, 
crypt distortion, goblet cell depletion, inflammatory cells 
infiltration, sub mucosal edema, hemorrhage, collagen 
deposition, and thickening of intestinal wall) was observed 
in all treatment groups except in the groups G3 and G5, 
when compared to G2. There was a decrease in the total 
HPS of colon and decrease in HPS of inflammatory cell 
infiltration, haemorrhage and collagen deposition in colon 
histopathology were observed in G6, G7, G8, and G9 group 
as compared to the colitis control. In addition, results with 
respect to various other organs of experimental animals were 
mostly non-specific, infrequent and minimal to moderate in 
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nature. Moreover, the rates of occurrence of these findings 
recorded in the treated groups were either very low or 
comparable to the concurrent to the vehicle control group. 
Hence, all these findings in the organs other than the 

colon could be considered as spontaneous or incidental in 
nature, representing the normal physiological/metabolic or 
congenital changes encountered in rats of this age. 

Figure 2: Representative photomicrograph of histopathology images of colon in various test groups stained with hematoxylin 
(H) and eosin (E). G1: Normal control; G2: Disease control (50% TNBS in ethanol, (10 mg); 400 µL through intra-colonic route); 
G3: Sulphasalazine, 250 mg/kg; G4: Untreated test formulation; G5: Biofield Energy Treated test formulation; G6: Biofield 
treatment per se to animals (-15 days); G7: Biofield Energy Treated test formulation (-15 day); G8: Biofield Energy Treatment 
per se to animals plus Biofield Energy Treated test formulation (-15 day); and G9: Biofield Energy Treatment per se to animals 
plus untreated test formulation. All the values are represented as mean ± SEM (n=8). RBC: Red blood cells, Hb: Haemoglobin; 
PCV: Packed cell volume; MCV: Mean corpuscular volume; MCH: Mean corpuscular haemoglobin; MCHC: Mean corpuscular 
haemoglobin concentration; RDW-CV: Red cell distribution width - coefficient of variation. All values are expressed as the 
mean ± SEM. 

Overall, HPS of the colon in rats was found to be decreased 
in all the treatment groups except G5 group, which indicated 
that Biofield Energy Treated and untreated test formulation 
to the animals ameliorates the colon inflammation in the 
TNBS induced colitis rats by decreasing histopathological 
lesions.

Conclusion

The present experimental data of immunology with 
respect to gut health animal model suggested significant 
activity of the Biofield Energy Treated (the Trivedi Effect®) 
based test formulation. The cellular immune response 
was significantly improved along with hematological 
and biochemical data. The percentage of CD4+ count was 
increased by 8.87% in the G6 group as compared to the 
untreated test formulation (G4) group. Moreover, the level 

of CD8+ count was increased by 10.12% and 13.01% in the 
G6 and G7 groups, respectively as compared to the disease 
control (G2) group. Further, the expression of CD28+ was 
significantly increased by 15.50% in the G5 group compared 
to the G2 group. Blood profile data showed that the platelet 
count was increased in the G7 group by 8% compared with 
the G4 group. Uric acid level was decreased by 40.47%, 
13.8%, and 14.28% in the G6, G8, and G9 groups, respectively 
as compared with the G4 group. However, animal colon and 
other organs histopathological findings of all the tested 
groups did not show any abnormal findings with respect to 
the safe and non-toxic treatment strategies. Histopathological 
score (HPS) of colon was found to be significantly decreased 
in all the treatment groups that suggested that the Biofield 
Energy Treated and untreated test formulation ameliorates 
the colon inflammation in the TNBS-induced colitis rats by 
decreasing histopathological lesions, which improve gut 
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inflammatory conditions. Thus, the present immunological 
research study showed that the test formulation and 
the Trivedi Effect®-Biofield Energy Healing per se to the 
animals significantly enhanced immunomodulatory and 
gut health action. Therefore, the Biofield Energy Treated 
test formulation significantly effective as anti-inflammatory 
and immunomodulatory product, which can be act as a 
Complementary and Alternative Medicine (CAM) and would 
be used for various autoimmune disorders such as Systemic 
Lupus Erythematosus, Fibromyalgia, Aplastic Anemia, 
Addison Disease, Graves’ Disease, Celiac Disease (gluten-
sensitive enteropathy), Dermatomyositis, Hashimoto 
Thyroiditis, Multiple Sclerosis, Reactive Arthritis, Vasculitis, 
Pernicious Anemia, Scleroderma, Type 1 Diabetes, Psoriasis, 
Chronic Fatigue Syndrome Myasthenia Gravis, Rheumatoid 
Arthritis, Sjogren Syndrome, Crohn’s Disease, Vitiligo, and 
Alopecia Areata, as well as inflammatory disorders such as 
Irritable Bowel Syndrome (IBS), Asthma, Ulcerative Colitis, 
Alzheimer’s Disease, Parkinson’s Disease, Dermatitis, 
Atherosclerosis, Hepatitis, and Diverticulitis. 
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