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Abstract

The aim of the present study was to study the behavioural parameters in unpredictable chronic stress (UCS) of Consciousness
Energy Healing Treatment (The Trivedi Effect”) based novel test formulation in male Sprague Dawley (SD) rat model. A test
formulation composition included minerals (magnesium, zinc, copper, calcium, selenium, and iron), vitamins (ascorbic acid,
pyridoxine HCI, alpha tocopherol, cyanocobalamin, and cholecalciferol), Panax ginseng extract, f-carotene, and cannabidiol
isolate. The constituents of the test formulation were divided into two parts; one section was defined as untreated test formulation,
while the other portion of test formulation and the animals received Biofield Energy Healing Treatment by a renowned Biofield
Energy Healer, Mahendra Kumar Trivedi. The experimental results showed Y maze test data showed time in start arm was
significantly decreased by 76.92%, 34.33%, 24.63%, 55.52%, and 74.93% in the G5, G6, G7, G8, and G9 groups respectively, as
compared with the G2. However, time in the novel arm was increased by 110.02%, 59.13%, 36.54%, 130.15%, and 97.61% in the
G5, G6, G7, G8, and G9 groups respectively, as compared with the G4. Y maze test showed that entry in start arm was increased
by 141.67% and 91.67% in the G6 and G7 group, respectively as compared with the G4. In addition, entry in explored arm was
increased by 153.85% and 61.54% in the G6 and G7 groups, respectively as compared with the G4 group.

Morris water Maze results showed that maximum speed in zone was increased by 64.34%, 71.95%, 20.84%, 79.28%, and
109.49% in the G5, G6, G7, G8, and G9 groups, respectively as compared with the G2. Similarly, the resting time in zone was
significantly decreased by 86.27%, 82.74%, 77.89%, 53.86%, and 80.28% in the G5, G6, G7, G8, and G9 groups, respectively as
compared with the G2. Latency in target zone record showed that 87.74%, 87.94%, 66.89%, 87.59%, and 81.88% decreased
values in the G5, G6, G7, G8, and G9 groups, respectively as compared with the G2, while entry in target zone was significantly
increased by 215%, 110%, 190%, 125%, and 115% in the G5, G6, G7, G8, and G9 groups, respectively as compared with the G2.
Forced swim test data showed that number of climbing data suggested that G5, G6, G7, G8, and G9 groups showed an increased
value by 101.34%, 146.04%, 93.04%, 141.30% and 125.39% respectively, as compared with the disease control G2 group, while
immobility time (sec.) data showed that G5, G6, G7, G8, and G9 groups showed a decreased time by 51.58%, 70.95%, 37.05%,
73.35%, and 58.11% respectively, as compared with the disease control G2 group. Similarly, swim time data showed increased
values by 21.69%, 29.83%, 15.58%, 30.84%, and 24.43% in the G5, G6, G7, G8, and G9 groups respectively, as compared with
the disease control G2 group. However, total number of square crossed was increased by 62.18%, 94.55%, 26.55%, 25.80%, and
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26.55% in the G5, G6, G7, G8, and G9 groups respectively, as compared with the disease control G2 group. Similarly, entries in
the center zone was also significantly increased by 233.33%, 600%, 366.67%, 34.11%, and 200% in the G5, G6, G7, G8, and G9
groups respectively, as compared with the disease control G2 group.

Elevated Plus Maze results showed that time spent into the open arm was significantly increased by 2458%, 1460%, 1750%,
1079%, and 969% in the G5, G6, G7, G8, and G9 groups respectively, as compared with the G2. In addition, the entries in open arm
behaviour was reported and found to be increased by 375%, 275%, 400%, 243%, and 200% in the G5, G6, G7, G8, and G9 groups
respectively, as compared with the G2. On the other hand, sucrose preference test was significant increased by 37.09%, 35.63%,
and 26.15% in the G5, G6, and G7 groups respectively, as compared with the G2. Overall, the data suggested a significant effect of
Biofield Energy per se along with preventive measure on the animal with respectto various spatial learning and memory disorders.
The results also showed the significant improvement of spontaneous alternation and a recognition memory test response that
helps towards various diseases, allergies, lethargic conditions, energy booster action along with its associated complications/
symptoms can be preventive using Biofield Energy Treatment per se and/or Biofield Energy Treated Test formulation groups.

Keywords: Biofield Energy Treatment; Y maze test; Morris water Maze; Latency Time; The Trivedi Effect®; Unpredictable

Chronic Stress

Abbreviations: UCS: Unpredictable Chronic Stress; SD:
Sprague Dawley; EPM: Elevated Plus Maze; FST: Forced
Swim Test; CAM: Complementary and Alternative Medicine;
NCCAM: National Center for Complementary/Alternative
Medicine; NCCIH: National Center of Complementary and
Integrative Health; MWMT: Morris Water Maze Test; SPT:
Sucrose Preference Test; ANOVA: Analysis of Variance.

Introduction

Stress is considered among the leading forms of psychiatric
illness, which acts as a precipitating factor for anxiety-related
disordersin the modern world. Therefore, there were various
rodent-based behavioural models developed and the tests
are nowadays, widely used to understand the mechanisms
as well as to identify the new treatments for anxiety-related
disorders [1]. Such models that helps in exploring the
common behaviour and to investigate the presence of any
stress include elevated plus maze, open-field activity, Y-maze
test, forced swim test, sucrose preference test and Morris
water maze test, etc [2]. The elevated plus maze (EPM) test
involves the maze that consists of two opposing enclosed
arms as well as two non-enclosed (open) arms, which makes
the shape of a “plus sign”, which is further elevated several
feet above the ground. The results were analyzed from the
latency to enter; time spent within; and number of entries
into each arm type by the rats. Furthermore, such parameters
helps in determining the proxies of anxiety levels, as the
lower anxiety level could be interpreted by the animal
spending greater amounts of time in the open arms [3,4].

Similarly, the assessment of anxiety and locomotor activity
could be done by using the open field test that involves a
wall-enclosed area, in the form of open field maze, which is
of sufficient height to prevent the subject from escaping. In

this test, the anxiety levels of animals could be inferred by
their latency to enter as well as the time spent in the centre of
the arena, where they were considered to be hypothetically
most vulnerable to predators) [5,6]. The Y maze technique
helps in studying the spatial learning and memory in
rodents, and therefore, assessing the behavioural task in
the preclinical research. It involves spontaneous alternation
test and recognition memory test.; among which, the Y Maze
spontaneous alternation test is based on the animals’ natural
curiosity to explore something. In this, the animal tries to
explore a new arm of the maze rather than returning to the
previously visited one. This task involves the use of many
parts of the brain, such as, the hippocampus, basal forebrain,
septum, and prefrontal cortex. The other Y maze test is the
recognition memory test in which, the animal’s preference
to spend time in a novel or known area is analyzed. The test
involves blocking the one arm of the Y-Maze and thereby
allowing the animal to explore the other two arms. Therefore,
it helps in testing the animal’s memory function when the
animal is returned to the maze with all arms open; and also
helps in monitoring their tendency to spend time in the new
arm or the known arms [7-9].

In the same way, the forced swim test (FST) is used for
assessing the impact of various neurobiological and
behavioural manipulations in basic and preclinical research.
In this, the animal is placed in a container filled with water
from which it cannot escape. Hence, the animal first tries
to escape but eventually will exhibit immobility. Later on,
it may start floating due to absence of any other movement
that may help in keeping its nose above water [10,11]. The
sucrose preference test helps in analysing the sensitivity of
animals to reward in which, the animals have access to water
without as well as with different concentrations of sucrose.
The preference rate of animal is then analysed and further

https://academicstrive.com/OAJBSP/

https://academicstrive.com/submit-manuscript.php


https://academicstrive.com/OAJBSP/
https://academicstrive.com/submit-manuscript.php

Open Access Journal of Behavioural Science & Psychology

used to assess the level of depression; as, the reduced interest
in the reward might be caused by chronic stress, and may
represent their depressive behaviour [12,13]. Besides, the
Morris water maze test is used to study the spatial memory
and learning behaviour of rodents. In this test, the animals
are placed in a pool of water that is colored opaque, and they
need to swim to a hidden escape platform. Since, they are in
opaque water, it hinder their visibility to see the platform;
therefore, in absence of sight and scent to find the escape
route, they must rely on external/extra-maze cues [14,15].

In this study, a novel test formulation was designed to
analyze any change in the behavioral parameters of animal,
that include the combination of different minerals such
as, selenium, iron, zinc, copper, calcium, and magnesium;
vitamins such as, ascorbic acid, cyanocobalamin, pyridoxine
HCI, cholecalciferol, and alpha tocopherol; cannabidiol
isolate; and panax ginseng extract. All the ingredients used in
the test formulation have been reported by various scientists
for their significant physiological role [16-21]. Besides,
the novel formulation and the animals per se were studied
for behavioral studies in male Sprague Dawley rats using
standard assays after treated with Biofield Energy Healing
Treatment by a renowned Biofield Energy Healer. The
Biofield Energy healing is considered as a novel approach,
which was reported to have significant outcomes in the
treatment of various disorders, without any adverse effects
in comparison to the conventional medicine; and therefore,
accepted worldwide by more than 80% of the US population
in the form of Complementary and Alternative Medicine
(CAM) treatment [22-24]. It is also recommended by the
National Center for Complementary/Alternative Medicine
(NCCAM) due to its more advantages over the current
preferred treatment approach [25].

The other CAM therapies along with the Biofield Energy
Healing, which are recognized and recommended by the
National Center of Complementary and Integrative Health
(NCCIH), are deep breathing, Tai Chi, yoga, therapeutic touch,
Johrei, Reiki, polarity therapy, chiropractic/osteopathic
manipulation, meditation, massage, homeopathy, Ayurvedic
medicine, traditional Chinese herbs and medicines in
biological systems, etc. [26,27]. The beneficial impact of the
Trivedi Effect’-Consciousness Energy Healing Treatment
has been scientifically studies in various fields such as
bioavailability studies [28,29], metal science [30,31],
agriculture science [32], biotechnology [33], microbiology
[34,35], nutraceuticals [36], skin health [37,38], cancer
research [39], bone health [40,41], and overall human
health and wellness. The present study evaluated the animal
behavioral parameters using Unpredictable Chronic Stress
(UCS) induced, which was treated with Biofield Energy
Treatment by a renowned Biofield Energy Healer.

Material and Methods

Chemicals and Reagents

Pyridoxine hydrochloride (vitamin B,), calcitriol, zinc
chloride, magnesium (II) gluconate, and -carotene (retinol,
provit A) were purchased from TCI, Japan. Copper chloride,
cyanocobalamin (vitamin B,,), calcium chloride, vitamin E
(Alpha-Tocopherol), cholecalciferol (vitamin D,), iron (II)
sulfate, and sodium carboxymethyl cellulose (Na-CMC) were
procured from Sigma-Aldrich, 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.

Maintenance of Animal

Randomly breed male Sprague Dawley (SD) rats with
body weight ranges from 200 to 300 gm 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.

Consciousness Energy Healing Strategies

The novel test formulation was consisted of zinc chloride,
iron (ii) sulfate, copper chloride, vitamin B, vitamin B,
vitamin D,, sodium selenate, calcium chloride, ascorbic acid,
vitamin E, beta carotene, panax ginseng extract, cannabidiol
and magnesium (II) gluconate. Each ingredient of the
novel test formulation was divided into two parts. The test
formulation was divided into two parts, one part of the test
compound was not received any sort of 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. Besides, three group of animals (n=10/per
group) also received Biofield Energy Healing Treatment
(known as the Trivedi Effect”) by Mahendra Kumar Trivedi
under similar laboratory conditions for ~3 minutes. The
test formulation were located 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 Kkept in the similar sealed condition and used as per the
study plan. In the same manner, the control test formulation
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group was subjected to “sham” healer for 3 minutes energy
treatment, under the same laboratory conditions. The sham
healer not has any knowledge about the Biofield Energy
Treatment. The Biofield Energy Treated animals were also
taken back to experimental room for further proceedings.

Detailed 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 untreated test formulation; G5 as
UCS along with 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 990.56 mg/kg
BW-1.d"! for 8 weeks. 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 ie. shuffling of stress type. At the end of (8
week) experimental period, all the animals were individually
subjected for various behavioral parameters.

Estimation of Behavioural parameter using Y-Maze
Test

Impairment of spatial memory was evaluated using a
Y-maze test paradigm. The Y-maze consisted of three equal-
dimension arms with an angle of 120°. The arm closest to
the experimenter was defined as the start arm in which rat
was placed at the start of each trial. During trial 1 (5 min),
the entrance to the novel arm was closed, limiting the animal
to exploration of the start arm and the open arm. After a 30
min, animal was allowed to explore all three arms by having
the entrance to the novel arm open. Exploratory behaviour
was assessed for 5 min. In week 8, all the animals were
individually subjected to Y-Maze test for 5 minutes. Video of
Y-Maze test was recorded and analysed using SMART software
to calculate the following parameters in case of novelty test
includes estimation of time spent in each arm and number
of entries made in to each arm, while spontaneous alteration
(i.e. the successive entry of the rat into the three arms in
overlapping triplet sets) includes percentage alteration
behaviour that was calculated using equation:-

= [Successive triplet sets / Total number of arm entries - 2] X
100 (Successive triplet set: Entries into three different arms
consecutively)

Estimation of Behavioural parameter using Morris
Water Maze Test (MWMT)

All the animals were individually subjected to MWMT at
the end of the experimental period in week-8. Videography
of MWMT was recorded to analyse using SMART” software
for following parameters such as total distance, resting time
in zone, latency to target, maximum speed n in zone, and
entries in zone among all the groups. The data was compared
with respect to the positive control group and among the
experimental test groups.

Estimation of Behavioural parameter using Forced
Swimming Test

All the animals were individually subjected to swim in a
cylinder (40 cm high, 18 cm in diameter) filled with water
(25°C) up to height of 34 cm. Further, the video was recorded
for 5 minutes to calculate the following parameters such
as immobility time (in seconds), swim time (in seconds),
and number of climbing by each animals among all the test
groups.

Estimation of Behavioural parameter using Open
Field Test

All the animals, individually subjected to open field test for
5 minutes. However, video was also recorded to calculate
the following parameters such as total number of squares
crossed, number of entries in centre squares, number of
entries in side corners, defecation, and urination during
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the experimental phase in all the animals. Further, the
data was screened for the effect of test formulation which
was compared with the positive control and untreated test
formulation group.

Estimation of Behavioural parameter using
Elevated Plus Maze (EPM)

Animals were placed at the centre of the EPM apparatus,
facing one of the enclosed arms during a 5-min test period.
Further, the video of EPM test was recorded to and analyzed
using SMART’ software. Following parameters were observed
such as time spent in closed arm, and the time spent in open
arm.

Estimation of Sucrose Preference Test (SPT)

All the animals were trained for 48 hour to adapt to 1%
sucrose solution (w/v) at the beginning of the experiment in
which two bottles with 1% sucrose solution were placed in
each cage. After adaptation, the rats were deprived of water
for 4 hour and then underwent the SPT, in which the rats
were housed in individual cages for 1 hour and exposed to
two identical bottles, one filled with 1% sucrose solution
and the other filled with water. At the end of the 1 hour test,
sucrose and water consumption was measured. Sucrose
preference (%) was calculated using following equation-
Sucrose preference (%) = sucrose consumption/ (sucrose
consumption + water consumption)

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
One-way 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.

Results and Discussion

Effect of test formulation for behaviour parameters
using Y maze test

Time spent in each arm was reported in the animals treated
with UCS (G2), which showed more time spent in start
arm, (124.72 £ 16.79) suggested impaired novelty-seeking
behaviour and spatial memory as compared to the normal
control (G1, 85.20 + 8.73). However, marginal change was
observed in imipramine treated (G3, 109.25 + 12.87) group.
The untreated test formulation to the untreated rats (G4) and
Biofield Energy Treated test formulation (G5) groups showed
a significant decrease (p<0.01, p<0.001) in time spent in start
arm (ie, 46.37 + 18.29 and 28.66 + 10.78 respectively) as
compared to the UCS (G2). Biofield Energy Treated animals

(G6) and 15 days pre-treatment of Biofield Energy Treated
test formulation (G7) showed a decreased (81.91 + 13.01
and 94.00 + 16.90) time spent as compared to the UCS
(G2). 15 days pre-treatment of Biofield Energy Treated test
formulation to the Biofield Energy Treated rats (G8) and the
untreated test formulation to the Biofield Energy Treated
rats (G9) showed a significant decrease (p<0.05, p<0.001) in
the time spentin startarm, (55.47 +22.83and 31.27+11.71)
as compared to the UCS (G2). However, animals with UCS
(G2) showed a significant decrease (p<0.05) in time spent in
novel arm (47.16 + 9.62) as compared to the normal control
(G1,93.50 £ 17.04). However, the other experimental groups
treated with reference compound, different treatment
combination showed increased time spent in novel arm as
compared with the G2.

Overall, time in start arm was significantly decreased by
76.92%, 34.33%, 24.63%, 55.52%, and 74.93% in the G5,
G6, G7, G8, and GI9 groups respectively, as compared with the
G2. Similarly, time spent in explored arm was significantly
decreased by 20.61%, 37.06%, 36.38%, 30.56%, and 22.17%
in the G5, G6,G7, G8, and G9 groups respectively, as compared
with the G2. However, 83.23%, 38.84%, 19.12%, 100.80%,
and 72.40% increased time in the novel arm was reported in
the G5, G6, G7, G8, and G9 groups respectively, as compared
with the G2. Similarly, time in the novel arm was increased
by 110.02%, 59.13%, 36.54%, 130.15%, and 97.61% in the
G5, G6, G7, G8, and G9 groups respectively, as compared with
the G4.

Similarly, the number of entries into each arm data suggested
that animals treated with the UCS (G2) showed a marginal
decrease in number of entries in start arm, (2.13 + 0.48) as
compared to the normal control (G1,2.63 + 0.63). Imipramine
treated (G3) group showed a significant decrease (p<0.05)
in number of entries in start arm (0.88 + 0.23) as compared
to the UCS (G2). Whereas, the other treated groups showed
marginal changes except untreated test formulation to the
Biofield Energy Treated rats (G9) group showed a significant
decrease (p<0.05) in entries in start arm, (0.75 + 0.41) as
compared to the UCS (G2). However, animals treated with
UCS (G2) showed a significant decrease (p<0.05) in number
of entries in novel arm, (2.75 + 0.73) as compared to the
normal control (G1, 6.25 £ 0.98). However marginal increase
was observed in imipramine treated (G3) group (3.25
0.73). Biofield Energy Treated animals (G6) group showed
a significant increase (p<0.05) in the number of entries
in novel arm, (5.00 + 0.50) as compared to the UCS (G2).
However, no increase was observed in number of entries in
the novel arm among all the treated groups. Entry in start
arm was significantly increased by 70.59% and 35.29% in
the G6 and G7 groups, as compared with the G2, while entry
in start arm was increased by 141.67% and 91.67% in the G6
and G7 group, respectively as compared with the G4. Besides,
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entry in explored arm was increased by 153.85% and
61.54% in the G6 and G7 groups, respectively as compared
with the G4 group. Y maze test is one of the standard tests

for the estimation of spatial working and reference memory
[42]. Novelty test was used to study the time spent in each
arm and number of entries made into each arm.

Entries in each arm
=] - [ 8] W £ th -3 ~ -]

OEntries in start arm BEntries in Novel arm OEntries in Explored arm

ﬁm$mmmmmm
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140 -
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Figure 1: Effect of the test formulation evaluation of impairment of spatial memory using a Y-maze test in various test groups
from G1 to G9 in male Sprague Dawley rats. (A) Entry in each arm, and (B) Time spentin each arm. 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).

Effect of test formulation for behaviour parameters
using Morris water Maze test

Morris water maze was performed for spatial memory and
learning, which results on the basis of distal cues in order to
navigate from startlocations around the perimeter of an open
swimming arena, which would help to locate a submerged
escape platform. A target zone was fixed, all the animals
were allowed to swim in the Morris water maze tank and
check the different parameter of animals to reach the target
zone [43]. Morris water Maze results were compiled and
represented graphically (Figure 2). The animals were treated
with UCS (G2) showed a significant decreased (p<0.01) value
in maximum speed in zone (21.25 * 2.14) and significant
increase (p<0.01) in the resting time in zone (3.25 * 0.78)
as compared to the normal control (G1) (63.17 + 12.32, 0.87
+ 0.28). The animals treated with imipramine (G3) showed
a marginal increase in the maximum speed in zone (26.92
4.14) and significant decrease (p<0.05) in the resting time in
zone (1.25 + 0.44) as compared to the UCS (G2). G4 showed
altered maximum speed in zone (42.19 + 8.63) and resting
time in zone (1.73 + 0.50) as compared to the G2.

The maximum speed in zone was increased by 64.34%,
71.95%, 20.84%, 79.28%, and 109.49% in the G5, G6, G7, G8,
and G9 groups, respectively as compared with the G2, while
G7 was reported to be increased by 61.63% as compared
with the G4 group. Similarly, the resting time in zone was
significantly decreased by 86.27%, 82.74%, 77.89%, 53.86%,
and 80.28% in the G5, G6, G7, G8, and G9 groups, respectively
as compared with the G2, while 74.17%, 67.51%, 58.39%,
13.17%, and 62.88% in the G5, G6, G7, G8, and G9 groups,
respectively as compared with the G4. However, all the groups
showed no significant changes in total distance travelled.
Similarly, in case of latency in target zone record showed that
87.74%, 87.94%, 66.89%, 87.59%, and 81.88% decreased
values in the G5, G6, G7, G8, and G9 groups, respectively as
compared with the G2, while 48.21%, 49.06%, 47.59% and
23.47% decreased latency in target zone in the G5, G6, G7,
G8, and G9 groups, respectively as compared with the G4.
However, entry in target zone was significantly increased by
215%, 110%, 190%, 125%, and 115% in the G5, G6, G7, G8,
and G9 groups, respectively as compared with the G2, while
43.18% and 31.82% increased values in the G5 and G6 group
respectively as compared with the G4.
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Figure 2: Effect of the test formulation using Morris water Maze test in various test groups from G1 to G9 in male Sprague
Dawley rats. (A) Maximum speed in zone, (B) Resting time in zone, (C) Latency to Target (in sec), and (D) Entry in target
zone. 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).

Effect of test formulation for behaviour parameters However, the number of climbing data suggested that G5, G6,
using Forced Swim test G7,G8,and G9 groups showed an increased value by 101.34%,
146.04%, 93.04%, 141.30% and 125.39% respectively, as
compared with the disease control G2 group, while 10.09%
and 7.96% increased values were reported in case of G6
and G8 groups respectively as compared with the G4 group.
However, the immobility time (sec.) data showed that G5, G6,
G7, G8, and G9 groups showed a decreased time by 51.58%,
70.95%, 37.05%, 73.35%, and 58.11% respectively, as
compared with the disease control G2 group, while 8.12%,
44.87%, 49.43%, and 20.51% decreased time values in the
G5, G6, G8, and G9 groups respectively as compared with

This test was ideal in case of testing the rodent behavioural
such as depressant action. Besides it also aimed at rendering
or preventing depressive-like states using inescapable
transparent tank filled with water and their escape related
mobility behaviour was measured in presence of test
formulation using various experimental groups [44]. Forced
Swim test results were compiled and represented graphically
(Figure 3). The animals with UCS (G2) showed a significant
increase (p<0.05) in the immobility time, (88.80 + 10.96) and
significant decrease in the number of climbing’s, and swim

time (31.60+2.78,211.20 £ 10.96, respectively) as compared Fhe G4 group. Similarly, the swim time data reported with
to the normal control (G1) (41.10 + 13.77, 51.50 + 5.13, and increased values by 21.69%, 29.83%, 15.58%, 30.84%, and
258.90 £ 13.77). The animals treated with imipramine (G3) 24.43% in the G5, G6, G7, G8, and G9 groups respectively, as

compared with the disease control G2 group, while 1.50%,
8.29%, 9.14%, and 3.79% decreased time values in the G5,
G6, G8, and G9 groups respectively as compared with the G4

showed a significant decrease (p<0.05) in the immobility
time, (47.78 £ 10.25) and significant increase (p<0.05) in
number of climbing’s, and swim time, (60.63 + 7.91 and
252.22 +10.25, respectively) as compared to the UCS (G2). group.
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Figure 3: Effect of the test formulation in Forced Swim
test in various test groups from G1 to G9 in male Sprague
Dawley rats. (A) Swim time, (B) Number of climbing, and
(C) Immobility time (in sec). 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).

Effect of test formulation for behaviour parameters
using Open Field Test

OFT is used to identify locomotor and anxiety-like behaviour,

anxiety-related emotional behaviours, and was very
important for conventional and ethological parameters
[45]. Open field test results were compiled and represented
graphically (Figure 4).
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Figure 4: Effect of the test formulation Open field test in
various test groups from G1 to G9 in male Sprague Dawley
rats.

A. Total square crossed.

B. Entries in Corner.

C. Entries in centre.
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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The animals treated with UCS (G2) showed a significant
decrease (p<0.001) in the total number of square crossed as
well as entries in center zone, (34.38 + 7.39 and 0.38 + 0.18,
respectively) indicating an anxiety behaviour as compared
to the normal control (G1) (90.50 + 12.42 and 7.75 + 3.49).
However, marginal increase in entries in corner zone of
normal control (G1) group as compared with UCS (G2)
group, (18.88 + 2.11 and 16.88 * 2.44). The animals treated
with imipramine (G3) showed a significant increase (p<0.01)
in the total number of square crossed as well as entries in
center zone, (76.25 + 8.43, 9.88 + 4.04, respectively) as
compared to the UCS (G2), while decreased entries in side
corner square (11.75 £ 2.40) as compared to the UCS (G2).

The experimental group showed significant increased total
number of square crossed by 62.18%, 94.55%, 26.55%,
25.80%, and 26.55% in the G5, G6, G7, G8, and G9 groups
respectively, as compared with the disease control G2
group. Similarly, entries in the center zone was significantly
increased by 233.33%, 600%, 366.67%, 34.11%, and 200%
inthe G5, G6,G7, G8, and GI9 groups respectively, as compared
with the disease control G2 group. However, entries in side
corner square was significantly decreased by 26.67, 6.67%,
37.04%, 28.79%, and 45.19% in the G5, G6, G7, G8, and G9
groups respectively, as compared with the disease control
G2 and G4 group. However, number of defecation, number
of pellets, and urination was also recorded, which was also
improved after treatment with the Biofield Energy Treated
test formulation.

Effect of test formulation for behaviour parameters
using Elevated Plus Maze (EPM)

EPM is widely used for all type of behavioural assay, which
depicts and validate the anti-anxiety effects that reflects
the action of brain regions and mechanisms underlying
the anxiety-related behaviour [46, 47]. Elevated Plus
Maze results were compiled and represented graphically
(Figure 5). Time spent in open and closed arm behaviour
was reported in the UCS (G2) group showed a significant
decrease (p<0.05) in the time spent into the open arm as
well as increased time spent in closed arm, (1.00 + 0.44 and
282.41 * 5.90, respectively) indicating an anxiety behavior
as compared to the normal control (G1) (26.00 £+ 4.2 and
243.03 £ 13.20). The animals treated with imipramine (G3)
showed a significant increased (p<0.05) values in the time
spent into the open arm as well as decreased time spent in
closed arm, (i.e. 26.00 £ 1.80 and 247.41 = 5.30, respectively)
as compared to the UCS (G2). Untreated test formulation
to the untreated rats (G4) showed a increased value in the
time spent into the open arm (28.00 * 14.3) and marginal
decrease in the time spent in closed arm (253.95 * 20.8) as
compared to the UCS (G2). However, data suggested that
time spent into the open arm was significantly increased by

2458%, 1460%, 1750%, 1079%, and 969% in the G5, G6,
G7, G8, and G9 groups respectively, as compared with the G2,
while time spent in closed arm was decreased by 9%, 8%,
3%, and 1% in the G5, G6, G7, and G9 groups respectively,
as compared with the G2. Similarly, the entries in open arm
behavior was reported and found to be increased by 375%,
275%, 400%, 243%, and 200% in the G5, G6, G7, G8, and G9
groups respectively, as compared with the G2.
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Figure 5: Effect of the test formulation for Elevated Plus
Maze (EPM) in various test groups from G1 to G9 in male
Sprague Dawley rats. (A) Time in open arm, (B) Entry
in open arm, and (C) Time in closed arm. 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).

The Effect of the test formulation for Sucrose
preference test

This test is used for the measurement of stress-induced
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anhedonia, assesses the level of depression, and was used for
identification of depressive behaviour by the chronic stress
[12,48]. Sucrose preference test results were compiled and
represented graphically in Figure 6. The animals treated with
the Unpredictable chronic stress (G2) showed significant
decreases (p<0.01) in the percentage of sucrose preference
(0.49 £ 0.02) as compared with the normal control (G1, 0.77 +
0.04). Imipramine treatment (G3) significantly increased the
sucrose preference (p<0.01) level (0.77 + 0.04) as compared

to the G2 indicating the reversed with treatment. Untreated
test formulation to the untreated rats (G4) also showed a
marginal increased percentage (0.55 + 0.03) as compared
to the G2. Similarly, the experimental test groups showed a
significant increased level of sucrose preference by 37.09%,
35.63%,and 26.15% in the G5, G6,and G7 groups respectively
as compared with the G2, while 20.79%, 19.51%, and 11.16%
increased sucrose preference was reported in the G5, G6, and
G7 groups respectively, as compared with the G4.

0.90 4

0.80

0.70

Sucrose Preference (%)

mean = SEM (n=6).

0.60
0.50 4
0.40 +
0.30 4
0.20 4
0.10 4
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Figure 6: Effect of the test formulation for sucrose preference test in various test groups from G1 to G9 in male 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

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 ofany type of diseasesinratmodel. Itindicated
that this therapy can 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

Behavioural parameters were tested in presence of Biofield
Energy Treated test formulation among various experimental
groups. The results were reported and concluded that Y
maze test data showed time in start arm was significantly
decreased by 76.92%, 34.33%, 24.63%, 55.52%, and 74.93%
inthe G5, G6,G7, G8, and G9 groups respectively, as compared
with the G2. However, time in the novel arm was increased by
83.23%, 38.84%, 19.12%, 100.80%, and 72.40% in the G5,
G6, G7, G8, and G9 groups respectively, as compared with the
G2, while time in the novel arm was increased by 110.02%,
59.13%, 36.54%, 130.15%, and 97.61% in the G5, G6, G7,
G8, and G9 groups respectively, as compared with the G4.
Another data of Y maze test showed that entry in start arm
was significantly increased by 70.59% and 35.29% in the G6
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and G7 groups, as compared with the G2, while entry in start
arm was increased by 141.67% and 91.67% in the G6 and
G7 group, respectively as compared with the G4. In addition,
entry in explored arm was increased by 153.85% and
61.54% in the G6 and G7 groups, respectively as compared
with the G4 group. Morris water Maze results showed that
maximum speed in zone was increased by 64.34%, 71.95%,
20.84%, 79.28%, and 109.49% in the G5, G6, G7, G8, and G9
groups, respectively as compared with the G2. Similarly, the
resting time in zone was significantly decreased by 86.27%,
82.74%, 77.89%, 53.86%, and 80.28% in the G5, G6, G7, G8,
and G9 groups, respectively as compared with the G2, while
74.17%, 67.51%, 58.39%, 13.17%, and 62.88% in the G5, G6,
G7,G8, and G9 groups, respectively as compared with the G4.
Latency in target zone record showed that 87.74%, 87.94%,
66.89%, 87.59%, and 81.88% decreased values in the G5, G6,
G7, G8, and G9 groups, respectively as compared with the
G2, while entry in target zone was significantly increased by
215%, 110%, 190%, 125%, and 115% in the G5, G6, G7, G8,
and G9 groups, respectively as compared with the G2.

Forced swim test data showed that number of climbing data
suggested that G5, G6, G7, G8, and G9 groups showed an
increased value by 101.34%, 146.04%, 93.04%, 141.30% and
125.39% respectively, as compared with the disease control
G2 group, while immobility time (sec.) data showed that
G5, G6, G7, G8, and G9 groups showed a decreased time by
51.58%, 70.95%, 37.05%, 73.35%, and 58.11% respectively,
as compared with the disease control G2 group. Similarly,
swim time data showed increased values by 21.69%, 29.83%,
15.58%, 30.84%, and 24.43% in the G5, G6, G7, G8, and G9
groups respectively, as compared with the disease control
G2 group. However, total number of square crossed was
increased by 62.18%, 94.55%, 26.55%, 25.80%, and 26.55%
inthe G5, G6,G7, G8, and GI9 groups respectively, as compared
with the disease control G2 group. Similarly, entries in the
center zone was also significantly increased by 233.33%,
600%, 366.67%, 34.11%, and 200% in the G5, G6, G7, G8, and
G9 groups respectively, as compared with the disease control
G2 group. Elevated Plus Maze results showed that time spent
into the open arm was significantly increased by 2458%,
1460%, 1750%, 1079%, and 969% in the G5, G6, G7, G8, and
G9 groups respectively, as compared with the G2. In addition,
the entries in open arm behaviour was reported and found
to be increased by 375%, 275%, 400%, 243%, and 200% in
the G5, G6, G7, G8, and G9 groups respectively, as compared
with the G2. On the other hand, sucrose preference test was
significant increased by 37.09%, 35.63%, and 26.15% in the
G5, G6, and G7 groups respectively, as compared with the G2.
Thus, Biofield Energy Healing Treatment (The Trivedi Effect”)
per se showed outstanding results with high efficacy in the
preventive maintenance group, G6 as compared to the other
preventive maintenance groups (G7, G8, and G9) in rat model
study. 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 stress related disorders
and its progression rate and can be used in both before and
after the manifestation of most of the immunity related
disorders in healthy, unhealthy, and ill peoples such as
human body immune responses, enhance resistance towards
diseases, Cancer, Hashimoto’s thyroiditis, allergies, lethargic
conditions, energy booster action, improve exercise capacity
in heart related disorders, Crohn’s disease, autoimmune
diseases, and its various immune deficiency diseases.
Overall, the data suggested the Biofield Energy Treated
test formulation and Biofield Energy Treatment per se in
showed significant action on behavioural parameters. This
test formulation also can be used against Addison Disease,
Multiple Sclerosis, Myasthenia Gravis, Rheumatoid Arthritis,
Crohn’s Disease, Vitiligo, and Alopecia Areata, as well as
various inflammatory disorders such as Ulcerative Colitis,
Dermatitis, Hepatitis, Diverticulitis, Mental Disorders,
Parkinson’s and Other Movement Disorders, Stroke and in
the improvement of overall health and quality of life.
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