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Abstract

This present experimental behavioral study was evaluated the study the effect of Consciousness Energy Healing Treatment 
(the Trivedi Effect®) on a novel test formulation in male Sprague Dawley (SD) rats, fed with vitamin D3 deficiency diet (VDD) for 
the estimation of behavioral parameters using standard assay. A novel proprietary test formulation was formulated including 
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. The each ingredient of the 
novel test formulation was divided into two parts; one part was defined as the untreated test formulation, while the other 
part of the test formulation and the animals were received Biofield Energy Healing Treatment by a renowned Biofield Energy 
Healer, Mr. Mahendra Kumar Trivedi. The Y-maze data suggested significant improved behavioral activity by 35% to 70% 
with respect to the time in start arm, time in explored arm, time in novel arm, entries in start arm, entries in novel arm, 
entries in explored arm, and entries in centre after treatment with the Biofield Energy Treated test formulation and Biofield 
Energy Treatment per se groups. The weight loaded force swim test (WL-FST) data reported with a significant increased 
the “swimming spent time” by 23.63%, 120.46% (p≤0.001), 58.19% (p≤0.001), 35.79%, and 29.79% in the G5, G6, G7, G8, 
and G9 groups, respectively as compared with the disease control (G2) group. Rotarod study showed an increased behavior 
(time spent) in the G6, G7, G8, and G9 groups by 16.2%, 11.8%, 25.1%, and 33.8%, respectively as compared to the G2 group. 
Locomotor activity was improved in the Biofield Energy Treated test formulation group (G5), G6, G7 (Biofield Energy Treated 
test formulation from day -15), and G8 groups with increased total number of counts using infrared actimeter by 40.82%, 
42.80% (p≤0.01), 33.36%, 30.81%, and 19.73%, respectively, as compared with the G2. Knee joint pain measurement study 
showed improved activity in the G5, G6, and G7 groups, which showed significant increased the joint hypersensitivity in terms 
of gram force by 10.01%, 13.33%, and 9.17%, respectively as compared with the G4. Altogether, results envisaged that there 
was a significant improvement of behaviour parameters in the treatment groups. Therefore, the results showed the significant 
slowdown the disease progression and disease-related all other 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 control group.  
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Introduction

In recent years, the evaluation of cognitive function and 
any improvement after receiving different pharmaceutical 
formulations in laboratory animals could be done by 

using a large number of tests [1,2]. Such tests could be 
considered under the behavioral tests that involved the 
use of behavioral models. It is common practice these days 
to use various behavioral tests during the development 
of neuro-pharmaceutical formulations that are based on 
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improving the cognitive function; as such tests can help in 
determining the safety and efficacy of such formulations. 
Such tests in laboratory animals might help in understanding 
the complexity of the cognitive function in humans that 
involve multiple interconnected brain structures to function 
properly [3]. Such behavioral tasks involve the use of 
different processes like learning, attention, and memory, 
which further help in evaluating the cognitive function 
in laboratory animals. Besides, the learning and memory 
processes involve the associative spatial and non-spatial 
learning; and short-term and medium-term memory [4]. 
One such behavioral test is Y-maze spontaneous alternation 
test that is used for measuring the willingness of rodents to 
explore new environments. This test is based on the fact that 
rodents generally prefer to search a new arm of the maze 
rather than returning to the previously visited one. This task 
involves various parts of the brain such as, hippocampus, 
basal forebrain, septum, and prefrontal cortex. The Y 
Maze test is considered as a common test to analyze the 
memory function in rodents [5]. Another test is the forced 
swim test that is used in the evaluation of antidepressant 
efficacy of new compounds, antidepressant drugs, and any 
experimental manipulations that might be done with the 
objective of rendering or preventing depressive-like states 
[6]. Another behavioural test is the rotarod test that helps in 
analyzing the motor coordination in mice and rat. In this test, 
the animal is placed on a horizontal rod that rotates about 
its long axis; and the animal was supposed to walk forwards 
to remain upright and not fall off [7]. The other test is open 
field activity monitoring system that helps in assessing 
the locomotor and behavioral activity levels of mice. It is 
mainly useful in determining the locomotive impairment in 
animal models of neuromuscular disease; and it also helps in 
analyzing the efficacy of therapeutic drugs that may improve 
locomotion and/or muscle function [8]. Besides, chronic 
pain is considered the main symptom of osteoarthritis, and 
therefore, its evaluation in the animal model is necessary to 
determine the relevance as well as the utility of that animal 
model in translation research. The chronic pain could be 
measured in animals directly or indirectly. The indirect 
measures include static or dynamic weight-bearing, gait 
analysis, foot posture, and spontaneous movement. On the 
other hand, the direct measures involve hind limb withdrawal 
test to thermal/mechanical/cold stimulation, struggle 
threshold angle of knee extension, knee compression force, 
vocalizations after stimulation of the affected knee, brain 
imaging, and knee tissue edema [9].

In order to study the behavioral parameters of animal, a 
novel test formulation was designed that was the combination 
of different minerals (selenium, zinc, iron, calcium, copper, 
and magnesium), vitamins (cyanocobalamin, ascorbic acid, 
pyridoxine HCl, alpha tocopherol, and cholecalciferol), 
cannabidiol isolate, and panax ginseng extract. All the 

minerals and vitamins used in the test formulation have 
significant functional role to provide vital physiological 
role [10-12]. Besides, biological importance of cannabidiol 
has been widely reported [13,14], while ginseng extract is 
regarded as the one of the best immune booster for overall 
immunity [15].

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. Biofield Energy healing approach was reported 
to have significant outcomes without any adverse effects 
as compared with the conventional medicine approach 
in many disorders and it was accepted worldwide by 
more than 80% of the population as Complementary and 
Alternative Medicine (CAM) treatment [16-18]. National 
Center for Complementary/Alternative Medicine (NCCAM) 
recommended due to its more advantages as compared 
with the current preferred treatment approach [19]. 
National Center of Complementary and Integrative Health 
(NCCIH) recognized and recommended the use of Biofield 
Energy Healing as a CAM health care approach along with 
other therapies such as deep breathing, natural products, 
Tai Chi, yoga, therapeutic touch, Qi Gong, Johrei, Reiki, 
polarity therapy, pranic healing, chiropractic/osteopathic 
manipulation, meditation, massage, homeopathy, progressive 
relaxation, special diets, relaxation techniques, movement 
therapy, mindfulness, Ayurvedic medicine, traditional 
Chinese herbs and medicines in biological systems [20,21]. 
The Trivedi Effect®-Consciousness Energy Healing have been 
accepted worldwide, which has been scientifically studies on 
various models in the materials science [22,23], agriculture 
science [24], microbiology [25,26], biotechnology [27], and 
improved bioavailability of various compounds [28,29], skin 
health [30,31], nutraceuticals [32], cancer research [33], 
bone health [34,35], overall human health and wellness. The 
present study evaluated the animal behavioral parameters 
using standard animal model in presence of VDD diet, which 
was treated with Biofield Energy Treatment by a renowned 
Biofield Energy Healer.

Materials 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 Sigma-Aldrich, USA. Ascorbic acid (vitamin C) 
and sodium selenate were obtained from Alfa Aesar, India. 
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Cannabidiol isolate and Panax ginseng extract were obtained 
from Panacea Phytoextracts, India and Standard Hemp 
Company, USA, respectively. 

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 B6, vitamin B12, 
vitamin D3, sodium selenate, calcium chloride, ascorbic acid, 
vitamin E, beta carotene, Panax ginseng extract, cannabidiol 
isolate 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 Biofield Energy 
by a renowned Biofield Energy Healer, Mr. Mahendra Kumar 
Trivedi under laboratory conditions for ~3 minutes. Besides, 
three group of animals were also received Biofield Treatment 
by Mr. Trivedi under similar laboratory conditions for ~3 
minutes. The blessing/treatment was given to the test 
items/animals by his physical presence without touching 
in the laboratory of Dabur Research Foundation, near New 
Delhi, India. 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 for ~3 minutes energy 
treatment, under the same laboratory conditions. 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. Dosing 
for groups G7 and G8 were initiated on day -15 and continued 
till end of the experiment. However, G1 to G6 and G9 groups 
were dosed from day 1 till the end of experiment. All the 
animals except G1 group received vitamin D3 deficient diet 

(VDD) daily to the end of the experiment. Three weeks after 
the initiation of induction of VDD, all the groups were dose 
with the respective formulations. 

Estimation of Behavioral 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 
minutes), the entrance to the novel arm was closed, limiting 
the animal to exploration of the start arm and the open arm. 
After a 30 minutes, animal was allowed to explore all three 
arms by having the entrance to the novel arm open. The 
animal exploratory behavior was assessed for 5 minutes 
and all the experimental sections were video recorded and 
were analyzed using SMART software to calculate novelty 
test, which included time spent in each arm and number of 
entries made in to each arm. Another test was spontaneous 
alteration, which included successive entry of the rat into 
the three arms in overlapping triplet sets. The percentage 
calculation included-= [Successive triplet sets / Total number 
of arm entries - 2] X 100 (Successive triplet set: Entries into 
three different arms consecutively)--1)

Estimation of Behavioral parameter using 
Weight Loaded Forced Swim Test (WLFST)

Before starting the WLFST, the animals were weight 
loaded with approx. 5% of their body weight attached to the 
tail. The animals were allowed to swim till exhausted in a 
plastic round tub of dimension, (63×49 cm), filled with water 
to a height of 35 cm. The temperature of the water will be 
maintained at 34 ± 1°C. The end of the swimming endurance 
time was considered when the rat drowns more than three 
times or exhaustion was determined by observing their loss 
of coordinated movements and failure to swim which is an 
indicator of muscle fatigue. The WLFST video was recorded 
and analyzed for the time spent for swimming.

Estimation of Behavioral parameter using Rota 
Rod

All animals were individually subjected to Rota Rod 
apparatus (Orchid Scientific, RR-01) for motor coordination, 
balance and motor learning. Rats were trained to walk on 
a rod rotating at a certain speed. After training animals 
were evaluated for their motor performance. Animals 
experiencing impaired motor coordination are unable to 
cope with the rotating rod and dropped off when the rotation 
speed exceeds their motor coordination capacity. When the 
animal drops from rod safely into its own lane, which was 
recorded as the fall latency time. 
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Estimation of Behavioral parameter using 
Locomotor activity

All animals were individually subjected to assess 
locomotor activity using infra-red actimeter (Orchid 
Scientific ACT-01). Animals were kept for free movement 
inside actimeter and the number of times it crosses the beam 
of light was displayed digitally. The number of counts animal 
crosses was recorded in each group. 

Estimation of Behavioral Parameter using Knee 
Joint Pain Measurement

Pain in the knee joint was measured using a Pressure 
Application Meter (PAM, Ugo basile, Cat. No. 38500). The 
pressure was applied to both the knee joints of the animal 
by the PAM probe. Animal’s limb withdrawal threshold as a 
result of pain will be digitally recorded in the PAM instrument. 
All the experimental group animals were reported for the 
estimation of pain threshold (in gram force).

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 behavior 
parameters using Y-maze test

Novelty test was used to study the time spent in each arm 
and number of entries made into each arm. Y-maze test is one 
of the standard test for the estimation of spatial working and 
reference memory [36]. 

Figure 1: Effect of the test formulation for evaluation of impairment of spatial memory using a Y-maze test of Sprague Dawley 
rats. G: Group; G1: Normal control (0.5% CMC); G2: Disease control (VDD: Vitamin D3 deficient diet + 0.5% CMC); G3: Reference 
item (VDD + Calcitriol); G4: (VDD + untreated test formulation); G5: (VDD + Biofield Energy Treated test formulation); G6: (VDD 
+ Biofield Energy Treatment per se to animals from day -15; G7: (VDD + Biofield Energy Treated test formulation from day 
-15); G8: (VDD + Biofield Energy Treatment per se plus Biofield Energy Treated test formulation from day -15), and G9: (VDD + 
Biofield Energy Treatment per se animals plus untreated test formulation). A1 and A2: Time and entries in Novel arms; B1 and 
B2: Time and entries in Explored arms; C1 and C2: Time and entries in Start arms. Values are presented as mean ± SEM (n=6).
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The test results were represented in Figure 1 with respect 
to the different arms, number of time spent and number of 
entries by the animals. Start arm behavior represented the 
animals fed with vitamin D3 deficient diet (G2), showed 
significant increase time spent and number of entries in the 
start arm as 233.12 ± 17.90 and 5.29 ± 1.93, respectively; 
indicating cognitive impairment behavior as compared to 
the normal control (G1) (time spent 126.88 ± 16.24 seconds 
and number of entries 4.86 ± 1.03, respectively). However, 
other groups treated with the Biofield Energy Treated test 
formulation, reference compound, and different combinations 
of Biofield Energy Treatment per se and untreated test 
formulation to the Biofield Energy Treated groups showed 
decrease in time spent and number of entries in the start 
arm as compared to the G2 group. All the experimental test 
groups such as G5, G6, G7, and G8 showed reduction in start 
arm behavior as compared to the untreated test formulation 
(G2) group. Similarly, the explored arm behavior in G2 
showed non-significant decrease in the time spent (seconds) 
in explored arm and number of entries in explored arm 
(32.08 ± 10.54, 1.14 ± 0.24, respectively) indicating cognitive 
impairment behavior as compared to normal control (G1) 
(63.31 ± 11.20, 3.29 ± 0.34, respectively). However, G4, G5, 
G6, and G9 groups showed significant increased in the time 
spent in explored arm and number of entries in explored 
arm except G7 and G8 as compared to the G2. However, G5, 
G6, G8, and G9 groups showed significant increase in the 
explored arm behavior as compared to the G4. Similarly, 
novel arm behavior in G2 group showed significant decrease 
in the time spent in novel arm and non-significant decrease 
in number of entries in novel arm (18.27 ± 6.16, 1.71 ± 0.44, 
respectively) indicating a cognitive impairment behavior 
as compared to the normal control (G1) (63.03 ± 7.20, 
4.29 ± 0.49, respectively). However, G4, G5, and G6 showed 
significant increase in time spent in novel arm and number of 
entries in start arm except G7 and G8 as compared to the G2. 
Spontaneous alteration (%) of successive entry of animals in 
G2 group was 19.58 ± 7.87, which was significantly decreased 
by 70.56% as compared to the normal control (G1) which was 
66.49 ± 19.78. Calcitriol treatment (G3) animals significantly 
increased the spontaneous alteration (%) of successive entry 
(43.11 ± 5.72) by 120.20% as compared to the G2, whereas 
treatment groups such as G5, G6, G7, G8 and G9 showed 
significant increased percentage values as compared to the 
G2.

Effect of Behavior parameter using Weight 
Loaded Force Swim Test (WLFST)

Weight Loaded Force Swim Test was used to study 
the time spent (seconds) for swimming of rats. This test 
is used to evaluate the behavioral analysis, neuroscience, 
neurobiology, mood disorder, depression, and many more 
behavioral activities [37]. The experiment was carried out 
in presence of Biofield Energy Treated Test Formulation 

and Biofield Energy Treatment per se, and the results are 
presented in Figure 2. Vitamin D3 deficient diet (G2) was 
reported with swim time, 67.0 ± 4.5, which was significantly 
(p≤0.001) decreased by 64.36% as compared to the 
normal control (G1, 188.0 ± 6.5). Calcitriol treatment (G3) 
showed significantly (p≤0.001) increased the time spent for 
swimming (124.9 ± 7.9) by 86.44% as compared to the G2. 
G4 group animals showed significantly increased the time 
spent for swimming (114.4 ± 7.4) by 70.85% as compared 
to the G2. However, G5, G6, G7, G8, and G9 groups were 
also reported with significant increased swimming spent 
time by 23.63%, 120.46% (p≤0.001), 58.19% (p≤0.001), 
35.79%, and 29.79% respectively as compared with the G2. 
However, G6 group i.e. Biofield Energy Treatment per se to 
animals (preventive treatment approach) showed improved 
swimming spent time by 29.03% as compared with the 
untreated test group, G4. Overall, the data suggested that the 
Biofield Energy Treatment per se significantly improved the 
muscular strength and animal behavior of the animals in all 
the experimental groups along with the preventive treatment 
groups. 

Figure 2: Effect of the test formulation for evaluation 
of Weight Loaded Force Swim Test (WLFST) of Sprague 
Dawley rats. G: Group; G1: Normal control (0.5% CMC); 
G2: Disease control (VDD: Vitamin D3 deficient diet + 
0.5% CMC); G3: Reference item (VDD + Calcitriol); G4: 
(VDD + untreated test formulation); G5: (VDD + Biofield 
Energy Treated test formulation); G6: (VDD + Biofield 
Energy Treatment per se to animals from day -15; G7: 
(VDD + Biofield Energy Treated test formulation from day 
-15); G8: (VDD + Biofield Energy Treatment per se plus 
Biofield Energy Treated test formulation from day -15), 
and G9: (VDD + Biofield Energy Treatment per se animals 
plus untreated test formulation). ###p≤0.001 vs. G1 and 
***p≤0.001 vs. G2.

Effect of Behavior parameter using Rotarod in 
Sprague Dawley Rats

Rotarod apparatus was used for the estimation of time 
spent (seconds) by rats after treatment. The rotarod test 
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is one of the oldest and gold standard screening tests for 
estimation of the effects of the test formulation on animal 
behavior. It provides a rapid and simple first estimation, 
which reflects the effect on neuromuscular coordination [38]. 
The results in terms of time spent and rotation per minute 
was presented graphically in Figure 3. The experimental data 
suggested that vitamin D3 deficient diet (G2) animals groups 
reported time spent in seconds was 116.0 ± 8.0, which was 
by significantly (p≤0.05) decreased 27.7% as compared to 
normal control (G1, 160.4 ± 8.0). Calcitriol treatment (G3) 
significantly (p≤0.05) increased the time spent in the rotarod 
(178.6 ± 11.2) by 53.9% as compared to the G2. G4 group 
showed increased time spent in the rotarod (137.9 ± 7.4) by 
18.9% as compared to the G2. G5, G6, G7, G8, and G9 groups 

were also reported with an increased swimming spent time 
by 7.9%, 16.2%, 11.8%, 25.1%, and 33.8% respectively, as 
compared with the G2. However, 15 days pre-treatment of 
Biofield Energy Treated test formulation to the Biofield 
Energy Treated rats (G8) and untreated test formulation to 
the Biofield Energy Treated rats (G9) (preventive treatment 
approach) showed increased the time spent in the rotarod 
by 5.3% and 12.5% respectively, as compared with the 
untreated test group, G4. Overall, the data suggested that 
the Biofield Energy Treatment per se significantly improved 
the neuromuscular coordination and animal behavior of 
the animals in all the experimental groups along with the 
preventive treatment groups. 

Figure 3: Effect of the test formulation for evaluation of behavioral parameter using rotarod in Sprague Dawley rats. A: Time 
spend in rotarod (in sec); B: Rotation per minute in rotarod; G: Group; G1: Normal control (0.5% CMC); G2: Disease control 
(VDD: Vitamin D3 deficient diet + 0.5% CMC); G3: Reference item (VDD + Calcitriol); G4: (VDD + untreated test formulation); 
G5: (VDD + Biofield Energy Treated test formulation); G6: (VDD + Biofield Energy Treatment per se to animals from day -15; 
G7: (VDD + Biofield Energy Treated test formulation from day -15); G8: (VDD + Biofield Energy Treatment per se plus Biofield 
Energy Treated test formulation from day -15), and G9: (VDD + Biofield Energy Treatment per se animals plus untreated test 
formulation). *p≤0.05 vs. G1 and #p≤0.05 vs. G2.

Effect of the Test Formulation on Locomotor 
Activity Using Actimeter

Actimeter was used for the estimation of total number 
of counts by rats after treatment [39]. The results in total 
number of counts in each groups was presented graphically 
in Figure 4. The data reported that total number of counts 
in infrared actimeter of rats fed with vitamin D3 deficient 
diet (G2) was 623.5 ± 59.0, which was significantly (p≤0.05) 
decreased by 33.6% as compared to the normal control 
(G1, 938.5 ± 83.4). Calcitriol treatment (G3) animals 

showed increased the total number of counts (755.0 ± 
73.9) by 21.1% as compared to the G2. Other experimental 
groups such as G4, G5, G6, G7, G8, and G9 groups showed 
significant increased total number of counts by 24.72%, 
40.82%, 42.80% (p≤0.01), 33.36%, 30.81%, and 19.73% 
respectively, as compared with the G2. However, G5, G6, G7, 
and G8 groups were reported with increased total number 
of counts in infrared actimeter by 12.91%, 14.50%, 6.93%, 
and 4.89% respectively, as compared with the untreated 
test formulation group, G4. Overall, the data suggested that 
the Biofield Energy Treatment per se significantly improved 
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the locomotor activity of the animals in all the experimental 
groups along with the preventive treatment groups. 

Figure 4: Effect of the test formulation for evaluation of 
locomotor activity using actimeter in Sprague Dawley rats. 
G: Group; G1: Normal control (0.5% CMC); G2: Disease 
control (VDD: Vitamin D3 deficient diet + 0.5% CMC); G3: 
Reference item (VDD + Calcitriol); G4: (VDD + untreated 
test formulation); G5: (VDD + Biofield Energy Treated test 
formulation); G6: (VDD + Biofield Energy Treatment per 
se to animals from day -15; G7: (VDD + Biofield Energy 
Treated test formulation from day -15); G8: (VDD + Biofield 
Energy Treatment per se plus Biofield Energy Treated test 
formulation from day -15), and G9: (VDD + Biofield Energy 
Treatment per se animals plus untreated test formulation). 
*p≤0.05 vs. G1 and **p≤0.05 vs. G2.

Effect of the Test formulation on the 
Measurement of Knee Joint Pain using Pressure 
Application Measurement (PAM) Technique 

Pressure Application Measurement (PAM) was used for 
the estimation of knee joint pain in rats after treatment [40]. 
The results in terms of pressure application in terms of “gram 
force (GF)” in each groups was presented graphically in 
Figure 5. The data reported that joint hypersensitivity (gram 
force) of rats fed with vitamin D3 deficient diet (G2) was 
580.6 ± 19.2 GF, which was significantly (p≤0.001) decreased 
by 31.1% as compared to normal control (G1, 842.2 ± 32.5 
GF). Calcitriol treatment (G3) animals significantly (p≤0.05) 
increased the joint hypersensitivity (640.6 ± 16.4 GF) by 
10.3% as compared to the G2. G4 groups showed increased 
the joint hypersensitivity (603.4 ± 21.7) by 3.9% as compared 
to the G2. However, G5, G6, G7, G8, and G9 groups showed an 
increased the joint hypersensitivity in terms of gram force by 
10.01%, 13.33%, 9.17%, 5.55%, and 3.62%, respectively, as 
compared with the untreated test formulation, G4. Overall, 
the data suggested that the Biofield Energy Treatment per 
se significantly improved the knee joint pain comparatively 
in all the experimental groups along with the preventive 
treatment groups. 

Figure 5: Effect of the test formulation for evaluation of 
knee joint pain measurement using pressure measurement 
meter (PAM) in terms of gram force in Sprague Dawley rats. 
G: Group; G1: Normal control (0.5% CMC); G2: Disease 
control (VDD: Vitamin D3 deficient diet + 0.5% CMC); G3: 
Reference item (VDD + Calcitriol); G4: (VDD + untreated 
test formulation); G5: (VDD + Biofield Energy Treated test 
formulation); G6: (VDD + Biofield Energy Treatment per 
se to animals from day -15; G7: (VDD + Biofield Energy 
Treated test formulation from day -15); G8: (VDD + Biofield 
Energy Treatment per se plus Biofield Energy Treated test 
formulation from day -15), and G9: (VDD + Biofield Energy 
Treatment per se animals plus untreated test formulation). 
*p≤0.05 vs. G2 and ***p≤0.001 vs. G1.

Thus, the present research plan defined four groups, 
which were considered as preventive maintenance groups 
viz. G6, G7, G8, and G9, where the Biofield Energy Treatment 
per se and/or Biofield Energy Treated Test formulation in 
combination was used as preventive maintenance group 
with respect to improved animal behavior in terms of 
locomotors activity, knee joint, and overall behavior with 
muscle coordination. 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 bone-related diseases in 
rat model. It indicated that Biofield Energy Treatment can 
act as a preventive maintenance therapy to slowdown the 
disease progression and disease-related complications of 
the existing aliments that will ultimately improve the overall 
health and quality of life in human.

Conclusions

The present animal experimental study revealed the 
significance of Biofield Energy Treated test formulation 
and Biofield Energy per se on the animal behavior activity 
using various standard models in vitamin D3 deficient diet 
group compared with the other groups. The Y-maze test 
significantly revealed the improved behavioral parameters 
of animals with respect to the data of time in start arm, time 
in explored arm, time in novel arm, entries in start arm, 
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entries in novel arm, entries in explored arm, and entries in 
centre. Start arm behavior showed reduction in start arm 
behavior in the test groups such as G5, G6, G7, and G8 groups 
as compared to G4, untreated test formulation, while G5, G6, 
G8, and G9 groups showed significant increase upto 70% in 
the explored arm behavior as compared to the G4. Similarly, 
an entry in central arm was improved upto 35% in the 
Biofield Energy Treatment per se groups as compared with 
the untreated test formulation G4 group. Thus, impairment 
of spatial memory was significantly improved in preventive 
treatment groups as compared with the normal groups. 
Weight loaded force swim test (WL-FST) data revealed that 
G5, G6, G7, G8, and G9 groups showed significant increased 
the “swimming time spent” by 23.63%, 120.46%, 58.19%, 
35.79%, and 29.79%, respectively as compared with the G2 
group. However, Biofield Energy Treatment per se to animals 
(preventive treatment approach, G6) showed improved 
swimming spent time by 29.03% as compared with the G4. 
Rotarod study showed an increased behavior (time spent) 
in the G6, G8, and G9 groups by 16.2%, 25.1%, and 33.8%, 
respectively as compared to the G2 group. Similarly, the 
locomotor activity was significantly improved in the G5, G6, 
G7, and G8 groups with increased total number of counts 
using infrared actimeter by 40.82%, 42.80%, 33.36%, and 
30.81%, respectively, as compared with the G2. In addition, 
Knee Joint Pain Measurement study was performed which 
results in improved results in the G5 and G6 groups, which 
showed significant increased the joint hypersensitivity in 
terms of gram force by 10.01% and 13.33%, respectively, as 
compared with the G4 group. Overall, it can be concluded 
Biofield Energy Healing Treatment (the Trivedi Effect®) per 
se showed best results with respect to different behaviour 
parameters in the preventive treatment approach (-15 days) 
as compared to the other preventive maintenance groups (G7, 
G8, and G9) in rat model study. It also helped to slowdown 
the disease progression and disease-related complications 
of the overall animal’s health. The 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 cure, 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 given in both before 
and after the manifestation of any disease symptoms in 
healthy, unhealthy, and ill peoples such as many thyroid 
disorders such hyperthyroidism, goiter, thyroid nodules, 
thyroid cancer, thyroid hormone resistance, Hashimoto’s 
thyroiditis, anaplastic thyroid cancer, hypothyroidism, De 
Quervain’s thyroiditis, medullary thyroid cancer, follicular 
thyroid cancer, papillary thyroid cancer, silent thyroiditis, 

Graves’ disease, thyroid cancer, Hurthle cell thyroid cancer, 
and thyroiditis. Overall, 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 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, Parkinson’s and 
other movement disorders, stroke and transient ischemic 
attack (TIA), and in the improvement of overall health and 
quality of life.
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