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The oxidative stress plays an important role in the pathogenesis of anxiety and depression.
Antioxidant assay was performed in brain tissue to evaluate the effect of Consciousness Energy Healing
Treatment (the Trivedi Effect®) on a novel test formulation in male Sprague Dawley (SD) rats along with
pro-inflammatory cytokines estimation using ELISA assay. The test formulation included the combination
of minerals (magnesium, zinc, copper, calcium, selenium, and iron), vitamins (ascorbic acid, pyridoxine
HCl, alpha tocopherol, cyanocobalamin, and cholecalciferol), Panax ginseng extract, β-carotene, and
cannabidiol isolate. All the constituents of the test formulation were divided into two parts; one portion
was defined as the untreated test formulation, while the other portion of the test formulation and the
animals received Biofield Energy Healing Treatment by a renowned Biofield Energy Healer, Mr. Mahendra
Kumar Trivedi. Antioxidant assay data showed that superoxide dismutase (SOD) level was increased by
50.9%, 18.4%, 47.6%, 24%, and 27.4% in the G5 group, which was received Biofield Energy Treated
Test formulation, Biofield Energy Treatment per se to the rats (G6), 15-days pre-treatment of the Biofield
Energy Treated test formulation (G7), 15-days pre-treatment of Biofield Energy Treated test formulation
to the Biofield Energy Treatment per se to rats (G8), and untreated test formulation to the Biofield Energy
Treated rats (G9) groups, respectively as compared with the disease control group (G2). The level of
lipid peroxidation (LPO) in the brain was significantly decreased by 20%, 21.5%, and 10% in the G5,
G6, and G9 groups, respectively as compared with the disease control group (G2). However, IL-6 level in
the brain was significantly decreased by 35.9%, 18.2%, 10.5%, 26.9%, and 32.6% in the G5, G6, G7, G8,
and G9 groups, respectively as compared with the G2. The TNF-α level in brain was decreased by 73.3%,
57.2%, 63%, 80.5%, and 72.7% in the G5, G6, G7, G8, and G9 groups, respectively as compared with
the G2. The IL-1ß level in brain was decreased by 40.2%, 37.8%, 26.7%, 43.5%, and 49.9% in the G5,
G6, G7, G8, and G9 groups, respectively as compared with the G2. Overall, the data suggested that there
was significant antioxidant and anti-inflammatory effect observed for the Biofield Energy per se along
with preventive maintenance groups in the preclinical rat model study. Therefore, the results showed
the significant slowdown the stress related disease progression and its complications/symptoms in the
preventive Biofield Energy Treatment group per se and/or Biofield Energy Treated Test formulation
groups (viz. G6, G7, G8, and G9) comparatively with the disease group (G2). This energy treatment (the
Trivedi Effect®) might also be beneficial against various oxidative stress-related disorders (Parkinson’s
disease, Alzheimer’s disease, diabetes, and cardiovascular conditions such as high blood pressure,
atherosclerosis, and stroke, etc.) and inflammatory disorders (asthma, autoimmune diseases, coeliac
disease, glomerulonephritis, hepatitis, inflammatory bowel disease, etc.).
Keywords: Biofield treatment; Antioxidant assay; Brain cytokines; The trivedi effect®; Unpredictable
chronic stress; ELISA

Introduction

Stress could be evoked by any physiological, environmental, or psychological strain that
basically poses a threat to the body’s homeostasis. Besides, the nature of stress might change
dramatically along with the development of science and technology, as well as the economical
status and social competition. Such stressful events might cause severe alterations in the
neurotransmitters, neurochemicals, and other hormones by affecting the sympathetic nervous
system (SNS) and the hypothalamic-pituitary-adrenal (HPA) axis [1]. Moreover, chronic
stress is considered as a major risk factor regarding the development of several psychiatric
disorders; such as, major depressive disorder (MDD) and their maintenance. The exposure to
chronic stress may alter the neuronal morphology as well as function across multiple brain
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regions, such as, hippocampus, prefrontal cortex, and amygdale [2].
Although several studies have reported the occurrence of neuronal
damage and depression due to chronic stress, however, the exact
mechanism still remains unknown. It is anticipated that since, major
part of neuronal cell membrane is polyunsaturated fatty acids; they
become vulnerable to lipid peroxidation-induced damage by acting
as the substrate for reactive oxygen species. In normal conditions,
the endogenous antioxidant defense systems act by eliminating
the produced reactive oxygen species, but the deficient antioxidant
defense can cause the oxidative stress-induced damage [3]. The
antioxidant defense systems manage the physiologically optimal
levels of ROS in the body with the help of antioxidant enzymes
(AOEs) such as, cellular and mitochondrial superoxide dismutases,
catalase (CAT), glutathione reductase (GLR), and glutathione
peroxidase (GPx); as well as some non-enzymatic antioxidants such
as glutathione (GSH) [4]. These antioxidant enzymes form the first
line of defense against free radicals; hence, the regulation basically
depends upon the oxidant status of the cell. Besides, there are
some other factors that plays major role in their regulation, such
as the enzyme-modulating action of various hormones including
prolactin, growth hormone, and melatonin. Such factors may also
stimulate various antioxidant enzymes by increasing their activity
or by stimulating the gene expression for these enzymes [5]. It
was observed that the intense stressors may also over-activate
the immune system, which further causes the imbalance of the
inflammation and anti-inflammation. Various scientific studies
reported the induced pro-inflammation by stress, including IL-6,
C-reactive protein (CRP), IL-1β, TNFα, and the transcription factor
of NF-κB [6,7]. Besides, there may be central inflammation namely
neuro-inflammation also been found in stress condition along with
the peripheral inflammation [8,9]. The research studies reported
the increased microglia activation, elevated pro-inflammatory
cytokines, and accumulation of peripherally derived monocytes
and macrophages in the brain after the psychological stress
exposure [10]. Such activation of microglia display hypertrophic
branch morphology with an enlarged soma and it also produce an
exaggerated cytokine to recruit peripheral monocytes. Similarly,
the increased brain macrophages and circulating monocytes may
elevate the production of pro-inflammatory cytokine (IL-1β, TNFα,
IL-6) and their levels in the brain [11]. To evaluate the effect on brain
antioxidant and cytokines, novel test formulation was designed,
comprised of vital minerals (selenium, zinc, iron, calcium, copper,
and magnesium), essential vitamins (cyanocobalamin, ascorbic
acid, pyridoxine HCl, alpha tocopherol, and cholecalciferol), and
nutraceuticals (β-carotene, Ginseng, cannabidiol isolate (CBD)). In
addition, the test formulation was treated with the complementary
medicine, Biofield Energy Treatment by a renowned Biofield
Energy Healer.
Biofield Energy Healing therapy is considered as the
Complementary and Alternative Medicine (CAM) treatment, which
has been found with significant therapeutic benefits. Biofield
Energy therapy has been reported to be useful against many
immune disorders and a clinical case report of cervical cancer
patients found with significant benefits as compared with the
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conventional treatment [12]. National Center for Complementary/
Alternative Medicine (NCCAM) has defined and recommended the
CAM therapies, which has been exist in various forms of therapies
like 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. In
addition, Biofield Energy has been found to have its subtle energy,
which has the capacity to work in an effective manner [13] with
its various clinical benefits [14]. Biofield Energy Treatment (the
Trivedi Effect®- Consciousness Energy Healing Treatment) has been
studied and were reported with numerous significant outcomes in
the field of pharmaceuticals [15-17], nutraceuticals [18,19], metals
and ceramics [20-22], microbiology [23-25], microbial genetics
[26,27], cancer research [28,29], livestock, and agriculture science
[30-32]. Thus, the present work was designed to study the effect
of the Biofield Energy Treatment (the Trivedi Effect®) on the given
novel test formulation and Biofield Energy Treatment per se to the
animals brain tissue for the estimation of antioxidant level and
cytokines assay in presence of Unpredictable Chronic Stress (UCS)
induced Sprague Dawley rats model using standard ELISA assay.

Material and Methods

Chemicals and reagents
Pyridoxine hydrochloride (vitamin B6), calcitriol, zinc chloride,
magnesium (II) gluconate, and β-carotene (retinol, Provit A) were
purchased from TCI, Japan. Copper chloride, cyanocobalamin
(vitamin B12), calcium chloride, vitamin E (Alpha-Tocopherol),
cholecalciferol (vitamin D3), iron (II) sulfate, and sodium
carboxymethyl cellulose (Na-CMC) were procured from SigmaAldrich, USA. Ascorbic acid (vitamin C) and sodium selenate were
obtained from Alfa Aesar, India. Cannabidiol isolate and Panax
ginseng extract were obtained from Panacea Phytoextracts, India
and Standard Hemp Company, USA, respectively. Imipramine
Hydrochloride was purchased from Sigma, USA. For the estimation
of antioxidants and cytokines, specific ELISA kits were used such
as for detection of brain antioxidant panel and cytokine assay were
procured from Cayman chemical and CUSABIO, USA, respectively.

Maintenance of animal

Randomly breed male Sprague Dawley (SD) rats with body
weight ranges from 200 to 300gm were used in this study. The
animals were purchased from M/s. Vivo Bio Tech, Hyderabad, India.
Animals were randomly divided into nine groups based on their
body weights consist of 6 animals of each group. They were kept
individually in 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.
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Consciousness energy healing strategies
The novel test formulation was subjected to Biofield Energy
Healing Treatment, thus each ingredient was distributed into two
parts. One part of the test compound did not receive any sort of
Biofield Energy Healing Treatment and were defined as the untreated
or control sample. The second part of the test formulation was
treated with The Trivedi Effect® -Energy of Consciousness Healing
Treatment (Biofield Energy Treatment) by a renowned Biofield
Energy Healer, Mr. Mahendra Kumar Trivedi under laboratory
conditions for ~3 minutes in the research laboratory of Dabur
Research Foundation, New Delhi, India. The novel test formulation
was consisted of zinc chloride, iron (ii) sulfate, copper chloride,
vitamin B6, vitamin B12, vitamin D3, sodium selenate, calcium
chloride, ascorbic acid, vitamin E, beta carotene, Panax ginseng
extract, cannabidiol and magnesium (II) gluconate. Besides, three
group of animals also received Biofield Energy Healing Treatment
(known as the Trivedi Effect®) by Mr. Mahendra Kumar Trivedi
under similar laboratory conditions for ~3 minutes, in the research
laboratory of Dabur Research Foundation, New Delhi, India. The
energy transmission was done without touching the samples or
animals. After that, the Biofield Energy Treated samples was kept
in the similar sealed condition and used as per the study plan. In the
same manner, the control test formulation group was subjected to
“sham” healer under the same laboratory conditions for comparison
purposes. The “sham” healer did not have any knowledge about the
Biofield Energy Treatment. The Biofield Energy Treated animals
were also taken back to experimental room for further proceedings.

Experimental procedure

Seven days after acclimatization, animals were randomized
and grouped based on the body weight. The test formulation was
prepared freshly prior to dosing and administered to the animals
using an oral intubation needle attached to an appropriately
graduated disposable syringe. The dose volume was 10 mL/kg
in morning and evening based on body weight. The experimental
groups were divided as G1 as normal control; G2 as disease
control (UCS: Unpredictable Chronic Stress with 0.5% CMC); G3 as
reference item (UCS along with imipramine hydrochloride, 30 mg/
kg); G4 includes UCS along with the untreated test formulation; G5
as UCS along with the Biofield Energy Treated test formulation);
G6 group includes UCS along with Biofield Energy Treatment per
se to animals from day -15; G7 as UCS along with Biofield Energy
Treated test formulation from day -15; G8 group includes UCS along
with Biofield Energy Treatment per se plus Biofield Energy Treated
test formulation from day -15), and G9 group denoted UCS along
with Biofield Energy Treatment per se animals plus untreated test
formulation. G1 and G2 animals were treated orally with 0.5% w/v
CMC-Na in distilled water for 8 weeks (From day 1 to 56). Group
G3 animal was treated orally with reference item, imipramine
hydrochloride at a dose of 30 mg/kg body weight for 8 weeks. The
freshly prepared suspensions of untreated test formulation and
Biofield Energy Treated Proprietary Product was administered
orally to the G4 and G5 group animals, respectively, at a dose of
1257.80 mg/kg body weight in the morning and 2012.75 mg/
kg body weight in the evening, respectively for 8 weeks after salt
Adv Complement Alt Med
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correction. G6 group was not to be dosed with the test formulation.
In addition; G7 and G8 group were dosed similar to the G4 and G5
dosing regimen, but from the day of Biofield Energy Treatment (i.e.
from day-15 to day 56). G9 group, Biofield Energy Treated per se
animal was treated with untreated test formulation for 8 weeks.
Body weight and clinical signs were taken daily throughout the
experimental period. All the animals except G1 group received
stress induced procedures such as stress procedures like sound
stress, tilted cages and crowd stress, cold and warm water swim
stress, food and water deprivation, stress due to change in the light
and dark cycle were undergo seven different types of unpredictable
stress procedures after scheduled dosing daily at specified interval
to the end of the experiment for 8 weeks after the initiation of
stress, which vary every week interval i.e. shuffling of stress type.
At the end of (8 week) experimental period, all the animals were
individually subjected for blood collection using retro-orbital route
to the experimental purpose.

Preparation of sample for ELISA assay

With the continued stress treatment of 8th week of the
experimental period, all the animals were individually subjected
for blood collection using retro-orbital route and the blood was
collected in the plain vial in all the animals of different experimental
groups. The serum from all the groups was stored at -20 °C for
further estimation. Alternatively, aliquot all the samples and store
samples at -20 °C or -80 °C. After CSF collection animals were
humanely sacrificed to collect brain portion that was homogenized
and subjected for various biomarker analysis using suitable ELISA
method. Avoid repeated freeze-thaw cycles, which may alter
the level of antioxidant and cytokine level in brain during final
calculations.

Estimation of antioxidants and cytokines level in brain

The brain homogenate from all the groups was subjected for
the estimation of level of antioxidants (SOD, CAT, LPO), cytokines
(IL-6, TNF-α, IL-1β). The entire assay and the cytokines panel
was estimation using ELISA method as per manufacturer’s
recommended standard procedure. This was a quantitative method
and the principle was based on the binding of antigen and antibody
in sandwich manner assay.

Statistical analysis

The data were represented as mean ± standard error of mean
(SEM) and subjected to statistical analysis using Sigma-Plot
statistical software (Version 11.0). For multiple comparison Oneway analysis of variance (ANOVA) followed by post-hoc analysis by
Dunnett’s test and for between two groups comparison Student’s
t-test was performed. The p ≤0.05 was considered as statistically
significant.

Result and Discussion

Estimation of superoxide dismutase (SOD) in brain
The level of SOD in the unpredictable chronic stress group
(G2) was 49.30±2.9U/mL, which was significantly decreased
Copyright © Mahendra Kumar Trivedi
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by 34.3% as compared to the normal control (G1, 75.00±1.7U/
mL). Imipramine treatment positive control group (G3) showed
significantly increased brain SOD level (72.64 ±2.9U/mL) by 47.3%
as compared to the G2. However, the untreated test formulation
to the untreated rats (G4) showed a significantly increased brain
SOD level (62.36±0.9U/mL) by 26.5% as compared to the G2. The
Biofield Energy Treated test formulation to the untreated rats
(G5) showed a significantly increased brain SOD level (74.42±0.5
U/mL) by 50.9% and 19.3% as compared to the G2 and G4 group,
respectively. Biofield Energy Treatment per se to the rats (G6)
significantly increased brain SOD level (58.38±2.2U/mL) by 18.4%
as compared to the G2. 15-days pre-treatment of the Biofield Energy
Treated test formulation (G7) significantly increased brain SOD
level (72.77±1.1U/mL) by 47.6% and 16.7% when compared to G2
and G4 group, respectively. 15-days pre-treatment of the Biofield
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Energy Treated test formulation to the Biofield Energy Treatment
per se (G8) significantly increased brain SOD level (61.15±1.7U/
mL) by 24.0% as compared to G2. The untreated test formulation
to the Energy Treatment per se rats (G9) significantly increased
brain SOD level (62.80±2.8U/mL) by 27.4% as compared to the
G2. The data suggested significant improved level of SOD, as it is
one of the important and strongest antioxidant defense mechanism
for all the living cells when they are exposed to oxygen. Reactive
oxygen species (ROS) was significantly reduced in presence of SOD
enzyme in case of any kind of oxidative stress [33]. Therefore, it is
assumed that the Trivedi Effect®-Biofield Energy Treatment based
test formulation and Biofield Energy Treatment per se must be a
powerful antioxidant in many new therapies for the treatment of
inflammatory diseases caused by various forms of stress induction
(Figure 1).

Figure 1: The effect of the test formulation on the level of brain antioxidant-SOD in Sprague Dawley rats. G:
Group; G1: Normal control; G2: Disease control (UCS: Unpredictable Chronic Stress + 0.5% CMC); G3: Reference
item (UCS + Imipramine hydrochloride 30mg/kg); G4: (UCS + untreated test formulation); G5: (UCS + Biofield
Energy Treated test formulation); G6: (UCS + Biofield Energy Treatment per se to animals from day -15; G7:
(UCS + Biofield Energy Treated test formulation from day -15); G8: (UCS + Biofield Energy Treatment per se plus
Biofield Energy Treated test formulation from day-15), and G9: (UCS + Biofield Energy Treatment per se animals
plus untreated test formulation). Values are presented as mean ± SEM (n=6).

Estimation of antioxidant catalase (CAT) in brain

Figure 2: The effect of the test formulation on the level of brain antioxidant-CAT in Sprague Dawley rats. G:
Group; G1: Normal control; G2: Disease control (UCS: Unpredictable Chronic Stress + 0.5% CMC); G3: Reference
item (UCS + Imipramine hydrochloride 30mg/kg); G4: (UCS + untreated test formulation); G5: (UCS + Biofield
Energy Treated test formulation); G6: (UCS + Biofield Energy Treatment per se to animals from day -15; G7:
(UCS + Biofield Energy Treated test formulation from day -15); G8: (UCS + Biofield Energy Treatment per se plus
Biofield Energy Treated test formulation from day-15), and G9: (UCS + Biofield Energy Treatment per se animals
plus untreated test formulation). Values are presented as mean ± SEM (n=6).
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CAT, a scientifically-proven powerful antioxidant enzyme that
has very high longevity, which prevent free radical damage to the
body. CAT is a powerful antioxidant support, anti-aging, and antidegenerative effects, enhanced overall lifespan, fat reduction, and
prevention of DNA damage due to various stress factors [34]. The
effect of the test formulation was compared with respect to the
untreated test formulation and Biofield Energy Treatment per se
for antioxidant panel in brain. Catalase (CAT) assay in brain was
estimated in presence of the effect of test formulation, which was
measured in all the experimental groups and was graphically
presented in the Figure 2. CAT level in the unpredictable chronic
stress group (G2) was 63.23±7.8nmol/min/mL, which was
significantly increased by 207.6% as compared to the normal
control (G1, 20.55±4.6nmol/min/mL). Imipramine treatment (G3)
significantly decreased brain CAT level (21.13±9.6nmol/min/mL)
by 66.6% as compared to the G2. The untreated test formulation
to the untreated rats (G4) showed decreased brain CAT level
(46.68±5.0nmol/min/mL) by 26.2% as compared to the G2. G5
significantly decreased brain CAT level (34.40±4.1nmol/min/
mL) by 45.6% and 26.3% as compared to the G2 and G4 groups,
respectively. G6 group animals showed significantly decreased
brain CAT level (43.63±4.4nmol/min/mL) by 31% and 6.5% as
compared to the G2 and G4 groups, respectively. G7 group animals
showed significantly decreased brain CAT level (43.05 ±4.5nmol/
min/mL) by 31.9% and 7.8% as compared to the G2 and G4 groups,
respectively. G8 group animals showed significantly decreased
brain CAT level (40.41±4.7nmol/min/mL) by 36.1% and 13.4% as
compared to the G2 and G4 groups, respectively. G9 group animals
showed significantly decreased brain CAT level (33.09±7.9nmol/
min/mL) by 47.7% and 29.1% as compared to the G2 and G4
groups, respectively. Therefore, it is assumed that the Trivedi
Effect®-Biofield Energy Treatment based test formulation is a
powerful antioxidant agent and worked as free radical scavenging
agent against many diseases along with stress induction factors.
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Estimation of antioxidant lipid peroxidation (LPO) in
brain
The level of LPO in brain, measured in all the experimental
groups and is graphically presented in the Figure 3. LPO level in
unpredictable chronic stress group (G2) was 20.54±0.7µM, which
was significantly increased by 16.7% as compared to the normal
control (G1, 17.60±0.9µM). Imipramine treatment group animals
(G3) showed a significantly decreased brain LPO level (16.92±0.7µM)
by 17.6% as compared to the G2. The untreated test formulation
to the untreated rats (G4) significant decreased brain LPO level
(16.47±0.5µM) by 19.8% as compared to the G2. G5 significantly
decreased brain LPO level (16.43±0.6µM) by 20% and 0.3% as
compared to the G2 and G4 groups, respectively. G6 group animals
showed a significantly decreased brain LPO level (16.13±0.4µM) by
21.5% and 2.1% as compared to the G2 and G4 groups, respectively.
G7 group animals showed a significantly decreased brain LPO level
(20.71±0.5µM) by 0.8% and 25.8% as compared to the G2 and
G4 groups, respectively. G8 group animals showed a significantly
decreased brain LPO level (18.96±0.8µM) by 7.7% and 15.1% as
compared to the G2 and G4 groups, respectively. G9 group animals
showed a significantly decreased brain LPO level (18.49±0.6µM) by
10% and 12.3% as compared to the G2 and G4 groups, respectively.
Lipid per-oxidation affects lipoproteins, cellular membranes, and
other related molecules containing the lipids in accordance with
the oxidative stress. The process of LPO was initiated due to many
reasons such as acute and chronic stress, cellular damage, altered
metabolism, and many more. It leads to various diseases such as
inflammatory bowel disease (IBD), atherosclerosis, asthma, kidney
damage, retinopathy of prematurity (ROP), Parkinson’s disease,
borderline personality disorders (BPD), preeclampsia and many
more [35-37]. Thus, it is assumed that The Trivedi Effect®-Biofield
Energy Treated test formulation and Biofield Energy per se is a
powerful antioxidant agent and prevent the oxidation that leads to
various stress related disorders.

Figure 3: The effect of the test formulation on the level of brain LPO (reported as MDA concentration) in Sprague
Dawley rats. G: Group; G1: Normal control; G2: Disease control (UCS: Unpredictable Chronic Stress + 0.5%
CMC); G3: Reference item (UCS + Imipramine hydrochloride 30mg/kg); G4: (UCS + untreated test formulation);
G5: (UCS + Biofield Energy Treated test formulation); G6: (UCS + Biofield Energy Treatment per se to animals
from day -15; G7: (UCS + Biofield Energy Treated test formulation from day -15); G8: (UCS + Biofield Energy
Treatment per se plus Biofield Energy Treated test formulation from day-15), and G9: (UCS + Biofield Energy
Treatment per se animals plus untreated test formulation). Values are presented as mean ± SEM (n=6).
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Estimation of brain cytokine IL-6
The level of IL-6 in brain was measured in all the experimental
groups and are graphically presented in the Figure 4. Brain IL-6
level in unpredictable chronic stress model (G2) was 8.49±0.2pg/
mL, which was significantly increased by 25.1% as compared to
the normal control (G1, 6.79±0.4pg/mL). Imipramine treatment
group (G3) showed a decreased brain IL-6 level (7.76±0.3pg/mL)
by 8.6% as compared to the G2. The untreated test formulation
to the untreated rats (G4) showed a decreased brain IL-6 level
(7.68±0.3pg/mL) by 9.6% as compared to the G2. G5 group animals
showed decreased brain IL-6 level (5.44±0.3pg/mL) by 35.9% and
29.1% as compared to the G2 and G4 groups, respectively. G6 group
animals showed decreased brain IL-6 level (6.94±0.4pg/mL) by
18.2% and 9.5% as compared to the G2 and G4 groups, respectively.
G7 group animals showed decreased brain IL-6 level (7.60±0.5pg/
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mL) by 10.5% as compared to the G2. G8 group animals showed
decreased brain IL-6 level (6.21±0.3pg/mL) by 26.9% and 19.2% as
compared to the G2 and G4 groups, respectively. G9 group animals
showed decreased brain IL-6 level (5.72±0.1pg/mL) by 32.6% and
25.5% as compared to the G2 and G4 groups, respectively. Cytokine,
IL-6 is defined as a soluble mediator with a significant pleiotropic
effect on inflammation, immune response, and hematopoiesis [38].
This inflammatory cytokines after treatment was decreased, which
suggested relaxation against most of the stress, which regulated the
free radicals and many inflammatory diseases. After treatment of
the test formulation and Biofield Energy Treatment per se showed
similar decreased IL-6 pattern in all the experimental test groups
as compared with the G2 and G4 groups. Overall, our results
revealed significant decreased values of IL-6 level in brain in all the
experimental test groups when compared to G4.

Figure 4: The effect of the test formulation on the level of brain IL-6 in Sprague Dawley rats. G: Group; G1:
Normal control; G2: Disease control (UCS: Unpredictable Chronic Stress + 0.5% CMC); G3: Reference item (UCS
+ Imipramine hydrochloride 30mg/kg); G4: (UCS + untreated test formulation); G5: (UCS + Biofield Energy
Treated test formulation); G6: (UCS + Biofield Energy Treatment per se to animals from day -15; G7: (UCS +
Biofield Energy Treated test formulation from day -15); G8: (UCS + Biofield Energy Treatment per se plus Biofield
Energy Treated test formulation from day-15), and G9: (UCS + Biofield Energy Treatment per se animals plus
untreated test formulation). Values are presented as mean ± SEM (n=6).

Estimation of brain cytokine TNF-α
The effect of the test formulation and Biofield Energy Treatment
per se was estimated for cytokine, TNF-α level; the results are
graphically presented in the Figure 5. Brain TNF-α level in the
unpredictable chronic stress model (G2) was 69.74±17.0pg/mL,
which was significantly increased by 142.3% as compared with
the normal control (G1, 28.78±2.9pg/mL). Imipramine treatment
(G3) showed a decreased brain TNF-α level (40.51±10.9pg/mL)
by 41.9% as compared to the G2. The untreated test formulation
to the untreated rats (G4) showed a decreased brain TNF-α level
(44.69±12.9pg/mL) by 35.9% as compared to the G2. G5 group
animals showed decreased brain TNF-α level (18.61±6.7pg/
mL) by 73.3% and 58.4% as compared to the G2 and G4 groups,
respectively. G6 group animals showed a decreased brain TNF-α
level (29.86±5.36pg/mL) by 57.2% and 33.2% as compared to
the G2 and G4 groups, respectively. G7 group animals showed
decreased brain TNF-α level (25.78±1.7pg/mL) by 63% and 42.3%
Adv Complement Alt Med

as compared to the G2 and G4 groups, respectively. G8 group animals
showed decreased brain TNF-α level (13.61±1.8pg/mL) by 80.5%
and 69.5% as compared to the G2 and G4 groups, respectively. G9
group animals showed decreased brain TNF-α level (19.07±2.5pg/
mL) by 72.7% and 57.3% as compared to the G2 and G4 groups,
respectively. Tumor necrosis alpha (TNF-α) is a classified as a proinflammatory cytokine, which has major role in brain inflammation
and many other stress related disorders. TNF-α, major proinflammatory mediator plays a major role in brain inflammation
[39]. It plays a central role in inflammation and immune modulation
in various immune-mediated disorders. After treatment with the
test formulation and Biofield Energy Treatment per se, the results
showed similar decreased TNF-α pattern in all the experimental
test groups as compared with the G2 and G4 groups. Overall, our
experimental results revealed significant decreased values of TNF-α
level in brain in all the experimental test groups when compared to
G4.
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Figure 5: The effect of the test formulation on the level of brain TNF-α level in Sprague Dawley rats. G: Group;
G1: Normal control; G2: Disease control (UCS: Unpredictable Chronic Stress + 0.5% CMC); G3: Reference item
(UCS + Imipramine hydrochloride 30mg/kg); G4: (UCS + untreated test formulation); G5: (UCS + Biofield Energy
Treated test formulation); G6: (UCS + Biofield Energy Treatment per se to animals from day -15; G7: (UCS +
Biofield Energy Treated test formulation from day -15); G8: (UCS + Biofield Energy Treatment per se plus Biofield
Energy Treated test formulation from day-15), and G9: (UCS + Biofield Energy Treatment per se animals plus
untreated test formulation). Values are presented as mean ± SEM (n=6).

Estimation of brain cytokine IL-1ß

Figure 6: The effect of the test formulation on the level of brain IL-1ß level in Sprague Dawley rats. G: Group;
G1: Normal control; G2: Disease control (UCS: Unpredictable Chronic Stress + 0.5% CMC); G3: Reference item
(UCS + Imipramine hydrochloride 30 mg/kg); G4: (UCS + untreated test formulation); G5: (UCS + Biofield Energy
Treated test formulation); G6: (UCS + Biofield Energy Treatment per se to animals from day -15; G7: (UCS +
Biofield Energy Treated test formulation from day -15); G8: (UCS + Biofield Energy Treatment per se plus Biofield
Energy Treated test formulation from day-15), and G9: (UCS + Biofield Energy Treatment per se animals plus
untreated test formulation). Values are presented as mean ± SEM (n=6).
The effect of the test formulation and Biofield Energy
Treatment per se was estimated for cytokine, IL-1ß level; the results
are graphically presented in the Figure 6. Brain IL-1ß level in the
unpredictable chronic stress model (G2) was 1401.99±254.9pg/mL,
which was significantly increased by 62.2% as compared with the
normal control (G1, 864.59±113.6pg/mL). Imipramine treatment
(G3) showed a decreased brain IL-1ß level (1326.53±147.7pg/mL)
by 5.4% as compared to the G2. The untreated test formulation
to the untreated rats (G4) showed a decreased brain IL-1ß level
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(1308.24±161.4pg/mL) by 6.7% as compared to the G2. G5 group
animals showed decreased brain IL-1ß level (838.86±132.9pg/
mL) by 40.2% and 35.9% as compared to the G2 and G4 groups,
respectively. G6 group animals showed a decreased brain IL-1ß
level (871.39±69.8pg/mL) by 37.8% and 33.4% as compared
to the G2 and G4 groups, respectively. G7 group animals showed
decreased brain IL-1ß level (1027.10±98.0pg/mL) by 26.7% and
21.5% as compared to the G2 and G4 groups, respectively. G8 group
animals showed decreased brain IL-1ß level (792.11±71.2pg/
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mL) by 43.5% and 39.5% as compared to the G2 and G4 groups,
respectively. G9 group animals showed decreased brain IL-1ß level
(701.99±74.8pg/mL) by 49.9% and 46.3% as compared to the G2
and G4 groups, respectively. After treatment of the test formulation
and Biofield Energy Treatment per se showed similar decreased IL1ß pattern in all the experimental test groups as compared with
the G2 and G4 groups. Overall, our experimental results revealed
significant decreased values of IL-1ß level in brain in all the
experimental test groups when compared to the G4.
In this research plan, four groups were considered as
preventive maintenance groups. These groups were G6 (Biofield
Energy Treatment per se to animals at -15 days), G7 (Biofield
Energy Treated test formulation from day -15), G8 (Biofield Energy
Treatment per se to animals along with Biofield Treated test
formulation from day -15), and G9 (Biofield treatment per se at
-15 days to animals with untreated test formulation). The results
showed the significant slowdown of the disease progression,
stress disease related all other symptoms/complications and also
reduced the chances of disease susceptibility in these groups.
Specifically, group G6 (preventive Biofield Energy Treatment group
per se at -15 days) showed the best results as a prophylactic/
preventive treatment group compared to the other groups. Based
on the overall data, it suggests that the Biofield Energy Healing
Therapy was found to be most effective and benefited in order to
prevent and protect from the occurrence of any type of diseases in
rat model. It indicated that this therapy could act as a preventive
maintenance therapy to prevent the occurrence of the disease, slow
down the disease progression and disease related complications of
the existing aliments that will ultimately improve the overall health
and quality of life in human.

Conclusion

Antioxidant assay was estimated using standard ELISA assay
along with cytokines estimation in presence of the test formulation.
Superoxide dismutase (SOD) level in brain was significantly
increased in the Biofield Energy Treated Test formulation to
the untreated rats (G5) Biofield Energy Treatment per se to the
rats (G6), 15-days pre-treatment of the Biofield Energy Treated
test formulation (G7), 15-days pre-treatment of Biofield Energy
Treated test formulation to the Biofield Energy Treatment per se
to rats (G8), and untreated test formulation to the Biofield Energy
Treated rats (G9) groups by 50.9%, 18.4%, 47.6%, 24%, and 27.4%,
respectively as compared with the disease control group (G2). Lipid
peroxidation (LPO) level in the brain was significantly decreased
in the G5, G6, and G9 group by 20%, 21.5%, and 10% respectively,
as compared with the G2. However, the level of cytokines such as
level of IL-6 in brain was significantly decreased in the G5, G6, G7,
G8, and G9 groups by 35.9%, 18.2%, 10.5%, 26.9%, and 32.6%
respectively, as compared with the G2. Similarly, the TNF-α level in
brain was decreased in the G5, G6, G7, G8, and G9 group by 73.3%,
57.2%, 63%, 80.5%, and 72.7% respectively, as compared with the
G2. The IL-1ß level in brain was decreased in the G5, G6, G7, G8, and
G9 group by 40.2%, 37.8%, 26.7%, 43.5%, and 49.9% respectively,
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as compared with the G2. Thus, Biofield Energy Healing Treatment
(the Trivedi Effect®) per se showed significance antioxidant activity
along with anti-inflammatory activity in the preventive maintenance
group, G6 as compared to the other preventive maintenance groups
(G7, G8, and G9) in rat model study. The results could be beneficial
against various oxidative stress-related disorders (Parkinson’s
disease, Alzheimer’s disease, diabetes, and cardiovascular
conditions such as high blood pressure, atherosclerosis, and stroke,
etc.) and inflammatory disorders (asthma, autoimmune diseases,
coeliac disease, glomerulonephritis, hepatitis, inflammatory bowel
disease, etc.). It also helped to slow down the disease progression
and disease related complications of the overall animal’s health.
These data suggested that Biofield Energy Treatment per se and/
or Biofield Energy Treated Test formulation in combination would
be the best treatment strategies in order to prevent and protect
from the occurrence of any type of diseases. Therefore, the Biofield
Energy Treatment might act as a preventive maintenance therapy
in order to maintain good health, or full restoration of health or
improve the overall health and quality of life in human. This therapy
might also reduce the severity of any type of acute/chronic disease
(auto-immune related and inflammatory disorders) progression
rate and can be used in both before and after the manifestation of
any disease symptoms in healthy, unhealthy, and ill peoples such as
many thyroid disorders. Altogether, the data suggested the Biofield
Energy Treated test formulation and Biofield Energy Treatment
per se in showed significant action on thyroid gland with respect to
biomarkers, as a Complementary and Alternative Medicine (CAM).
This test formulation also can be used against Lupus, Fibromyalgia,
Addison Disease, Multiple Sclerosis, Myasthenia Gravis, Aplastic
Anemia, Psoriasis, Rheumatoid Arthritis, Crohn’s Disease, Vitiligo,
Chronic Fatigue Syndrome and Alopecia Areata, as well as various
inflammatory disorders such as Ulcerative Colitis, Dermatitis,
Hepatitis, Diverticulitis, Mental Disorders, Stroke, and in the
improvement of overall health and quality of life.
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