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I. INTRODUCTION
The purity, efficacy, and consistency of the
phytoconstituents or the biological activity of a
certain molecule can be guaranteed globally by
standardizing a formulation.

Pharmacognostic research establishes
standardization criteria and guarantees plant
identity, which will aid in plant authentication and
produce herbal medications of repeatable quality.

However, standardizing Ayurvedic formulations is a
challenging endeavor due to the intricacy of the
herbal formulations in the Ayurvedic medication

sector.l!! Vrishadi Ghrita is a majestic combination
of 4 drugs in a Medicated Ghee base , all the 4
herbal drugs are easily available and feasible
explained in the Visharogadhikara adhyaya of
Vangasena samhita. This yoga has been indicated
in the treatment of Gara Visha®.We have
proceeded to standardize and record the safety
parameters required for internal usage in accordance
with API guidelines after examining each drug's
pharmacological action and validity. In the present
communication, the pharmaceutico-analytical study
and standardization of Vrishadi Ghritaaiming for
safe internal administration was done.

II. MATERIALS AND METHODS

Plant Materials and Preparation

All four drugs were collected in equal quantities,
authenticated and kwatha choorna (coarse powder)
was prepared as per the general method from
G.M.P. certified S.D.M. Ayurveda Pharmacy,
Kuthpady, Udupi, Karnataka, India. Ingredients of
Vrishadi Ghrita are tabulated in Table 1, and
pictures are depicted in Figures 1-12.

Table 1: Ingredients of Vrishadi Ghrita

Drugs Required Botanical name Family name Used part Quantity
Vasa™ Adathoda vasica Nees Acanthaceae Leaves 250 grams
Nimbal! Azardirachta indica | Meliaceae Leaves 250 grams
A.juss

Patola® Trichosanthes dioica Cucurbitaceae Leaves 250 grams
Haritakil” Terminalia chebula Retz | Combretaceae Fruits 250 grams
Go Ghrita | - - - 1000grams
(Ghee)®!
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Figurel

Figure 3

Figure 4

Figure 1: Fresh Vasa leaves, Figure 2 :Nimba , Patola and HaritakiKwathachoorna
Figure 3: Kalka , Figure 4: VrishadiGhrita

Method of preparation of Vrishadi Ghrita
Vrishadi Ghrita were prepared as per standard
guidelines stated in ayurvedic classics where
Kalka,Kashaya ,and Ghrita are taken in a ratio of
1/6, 1/4 th part to that of Go Ghrita."”)

Preparation of Kashaya Dravya

250 grams of all four ingredients were taken ije
1000 grams of kwatha choorna is taken and 16 liters
of water is added and boiled till it gets reduced to
1/4™ part that is 4 liters .

Kalka preparation
All the four drugs are taken in a equal quantity and
166 grams of kalka is prepared .

Ghrita preaparation
1000 grams of Go ghrita is taken and added with
166 grams of kalka and 4 liters of kashaya and

boiled on a low flame till it attains snehapaka
lakshana. After it attained snehapaka Lakshanas the
obtained Ghrita is Weighed and stored in a glass jar

Instrumentation and Techniques

All the analytical studies were conducted from the
S.D.M. Centre for Research in Ayurveda and Allied
Sciences, Kuthpady, Udupi, Karnataka, India.

Physicochemical parameters
Table 2: Analysed physicochemical parameters
ofVrishadi Ghrita
e  Refractive
index
e  Specific
gravity
e Viscosity
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. pH

e Acid value

e Saponificati
on value

e Jodine
value

e  Peroxide
value,

e  Unsaponifia
ble matter

III.  RESULTS AND DISCUSSION

Assessment and Standardisation of Vrishadi Ghrita

Refractive index

Placed a drop of water on the prism and adjusted the
drive knob in such a way that the boundry line
intersects the separatrix exactly at the centre. Noted
the reading. Distilled water has a refractive index of
1.3320 at 34°C. The difference between the reading
and 1.3320 gives the error of the instrument. If the
reading is less than 1.33229, the error is minus (-)
then the correction is plus (+) if the reading is more,
the error is plus (+) and the correction is minus (-).
Refractive index of oil is determined using 1 drop of
the sample. The correction if any should be applied
to the measured reading to get the accurate
refractive index. Refractive index of the test samples
were measured at 27°C.

Specific gravity

Cleaned a specific gravity bottle by shaking with
acetone and then with ether. Dried the bottle and
noted the weight. Cooled the sample solution to
room temperature. Carefully filled the specific
gravity bottle with the test liquid, inserted the
stopper and removed the surplus liquid.

Noted the weight. Repeated the procedure using
distilled water in place of sample solution.[!!]

Viscosity!!%

The given sample is filled in a U tube viscometer in
accordance with the expected viscosity of the liquid
so that the fluid level stands within 0.2 mm of the
filling mark of the viscometer when the capillary is
vertical and the specified temperature is attained by
the test liquid. The liquid is sucked or blown to the
specified height of the viscometer and the time
taken for the sample to pass the two marks is
measured. Viscosity is measured using the formula
nl=pltl Xn2

p2t2

nl — Viscosity of sample

M2 - Viscosity of water

tl and t 2- time taken for the sample and water to
pass the meniscus

pl and p2 — Density of sample and water

X= Specific gravity of sample x 0.9961specific
gravity of water

[F X x Time for samplex1.004/specific gravity of
waterx70sec

Determination of pH

Preparation of buffer solutions

Standard buffer solution: Dissolved one tablet of pH
4,7 and 9.2 in 100 ml of distilled water.
Determination of pH: 1 ml of sample was taken and
make up to 10 ml with distilled water, stirred well
and filtered. The filtrate was used for the
experiment. Instrument was switched on.

30 minutes time was given for warming pH meter.
The pH 4 solution was first introduced and the pH
adjusted by using the knob to 4.02 for room
temperature 30°C. The pH 7 solution was
introduced and the pH meter adjusted to 7 by using
the knob. Introduced the pH 9.2 solution and
checked the pH reading without adjusting the knob.
Then the sample solution was introduced and
reading was noted. Repeated the test four times and
the average reading were taken as result.[!%]

Acid value

Weighed 2- 10g of Vrishadi ghrita in a conical flask.
Added 50 ml of acid free alcohol-ether mixture (25
+25ml) previously neutralised with the 0.1M
potassium hydroxide solution and shaken well.
Added One ml of Phenolphthalein solution and
titrated against 0.1M Potassium hydroxide solution.
End point is the appearance of pale pink colour.
Repeated the experiment twice to get concordant
values.

Acid value = a X 0.00561X1000/ W

Saponification value

Weighed 2g of Vrishadi ghrita into a 250 ml RB
flask fitted with a reflux condenser. Added 25ml of
0.5M alcoholic potash. Refluxed on a water bath for
30 minutes. Cooled and added 1 ml of
Phenolphthalein solution and titrated immediately
with 0.5 M Hydrochloric acid (a ml).

Repeated the operation omitting the substance being
examined (blank) (b ml). Repeated the experiment
twice to get concordant values.

Saponification value = (b-a) x 0.02805x1000/W

Iodine value
The sample of each of Vrishadi ghrita 0.1g was
accurately weighed in a dry iodine flask.
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Dissolved with 10ml of CCly , 20ml of iodine
monochloride solution was added. Stopper was
inserted, which was previously moistened with
solution of potassium iodide and flask was kept in a
dark place at a temperature of about 17° C for 30
min. 15ml of potassium iodide and 100ml of water
was added and shaken well. This was titrated with
0.IN Sodium thiosulphate, starch was used as
indicator. The number of ml of 0.IN sodium
thiosulphate required (a) was noted.

The experiment was repeated with the same
quantities of reagents in the same manner omitting
the substance. The number of ml of 0.IN sodium
thiosulphate required (b) was noted. The experiment
was repeated twice to get concordant values.

Todine value = (b-a) x 0.01269x100/W

Peroxide value

5g of Vrishadi ghrita was weighed accurately into a
conical flask, added 30 ml of mixture of 3volumes
of glacial acetic acid and 2 volumes of chloroform,
added 0.5ml of potassium iodide, allowed it to stand
for 1 minute, add 30ml of water titrate gradually
with vigorous shaking with 0.1M sodium
thiosulphate until the yellow color disappears. Add
0.5ml of starch indicator continued the titration until
blue color disappears.

Peroxide value= 10(a-b)/W

Where W= weight in g of the substance

Determination of Unsaponifiable matter
Weighed 5g of Vrishadi Ghrita into the flask. added
50ml alcoholic KOH into the sample.

Boiled gently but steadly under reflux
condenser for one hour. The condensor was washed
with 10ml of ethyl alcohol and the mixture was
collected and transferred to a separating funnel. The
transfer was completed by washing the sample with
ethyl alcohol and cold water. Altogether , 50ml of
water was added to the separating funnel followed
by an addition of 50ml petroleumether. The stopper
was inserted and shaken vigorously for 1 minute and
allowed it to settle until both the layers were clear.
The lower layer containing the soap solution was
transferred to another separating funnel and repeated
the ether extraction six times more using 50ml of
petroleum ether for each extraction. All the extracts
were collected in a separating funnel. The combined
extracts were washed in the funnel 3 times with
25ml of aqueous alcohol and shaked vigorously.
And drawing off the alcohol-water layer after each
washing. The ether layer was again washed
repeatedly with 25ml of water until the water no
longer turns pink on addition of a few drops of

Phenolphthalein indicator solution. The ether layer
was transferred to a tarred flask containing few
pieces of pumice stone and evaporated to dryness on
a water bath. Placed the flask in an air oven at 85°c
for about 1 hour to remove the last traces of ether. A
few ml of acetone was added and evaporated to
dryness on a water bath. Cooled in a desicator to
remove last traces of moisture and then weighed.

Table 3. Results of standardization parameters of
Vrishadi Ghrita

Parameter Results n = 3%w/w
Vrishadi ghrita

Refractive index 1.45856

Specific gravity 0.8760

Viscosity 0.8760

pH 6.0

Acid value 2.20

Saponification value | 247.5

lodine value 2.025

Peroxide value 0.0

Unsaponifiable 0.20%

matter (%)

IV.  Discussion

The development and standardization of
Vrishadi Ghrita, a classical polyherbal Ayurvedic
formulation indicated for the treatment of Gara
Visha (slow-acting poisons), require a rigorous
scientific approach ~ combining  traditional
pharmaceutical principles with modern analytical
evaluation. As a lipid-based delivery system, this
formulation leverages the synergistic potential of its
four botanical ingredients: Vasa (Adhatoda vasica),
Nimba (Azadirachta indica), Patola (Trichosanthes
dioica), and Haritaki (Terminalia chebula),
processed within a Go Ghrita (cow's ghee) base.['?]

The strategic selection of Go Ghrita as the
pharmaceutical vehicle is paramount to the
formulation's efficacy. Ghrita functions as an ideal
lipid-based delivery system that preserves the
bioactivity of the combined botanical extracts while
providing a lipophilic base capable of traversing the
blood-brain  barrier. This enables targeted
neuroprotective therapy against chronic toxicity,
while simultaneously providing structural defence to
organs like the liver against metabolic disorders.
Pharmacodynamic Impact: Rasa, Guna, Veerya,
and Vipaka The profound therapeutic efficacy of
Vrishadi Ghrita is driven by its specific Ayurvedic
pharmacological profile (Rasa Panchaka), which
dictates its systemic mechanisms:
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e  Rasa (Taste): The formulation is heavily
dominated by Tikta(40%)and Kashaya

(20%) Rasas. These tastes inherently

possess Vishahara (antitoxic) properties

and are highly effective in pacifying
aggravated Kapha and Pitta doshas, which
is critical in managing the inflammatory
and thermal responses triggered by
systemic toxins.

e Guna (Qualities): There is an equal
distribution of Laghu (light) and Rooksha

(dry) Gunas at 50% each. These qualities

are instrumental in facilitating easy

digestion and stimulating Jatharagni

(gastrointestinal metabolic fire), ensuring

the formulation is readily absorbed without

causing metabolic sluggishness.
e Veerya (Potency) and Vipaka (Post-
digestive effect): The predominance of

Ushna Veerya (75% hot potency) and

KatuVipaka (pungent post-digestive effect)

provides the necessary energetic catalyst to

enhance both Jatharagni and Dhatwagni

(tissue-level metabolism). This thermal and

metabolic enhancement is critical for

dislodging, neutralizing, and clearing deep-

seated, slow-acting toxins from the tissues.
Concurrently, the specific organ affinities of these
drugs create a comprehensive systemic defense:
Vasa and Patola deliver potent hepatoprotection,
Nimba acts as a Raktashodhaka (blood purifier) to
neutralize renal toxicity, and Haritaki provides an
Anulomana (downward clearance) action to excrete
systemic waste while rejuvenating the tissues.
Impact of Analytical Standardization Measures
Standardizing Ayurvedic polyherbal formulations is
inherently challenging due to their molecular
complexity, yet it is essential to guarantee purity,
efficacy, and consistency on a global scale. The
physicochemical analysis of Vrishadi Ghrita
provides critical benchmark data for quality control
and reproducibility.

The  formulation  demonstrated the
following foundational physical parameters: a
Specific Gravity and Viscosity of 0.8760, and a
Refractive Index of 1.45856. These metrics serve as
a distinct physicochemical fingerprint, ensuring
future batches maintain structural consistency. The
pH was recorded at 6.0, indicating a mild acidity
that is well-tolerated in the gastrointestinal tract and
suitable for optimal absorption.

Crucially, the chemical stability parameters
highlight the high quality of the lipid extraction
process. The formulation exhibited an Acid Value of

2.20, signifying a low concentration of free fatty
acids and highlighting proper processing techniques
without hydrolytic degradation. Most notably, the
Peroxide Value was found to be 0.0, providing
definitive evidence that the lipid base underwent
zero primary oxidative degradation or rancidity
during preparation, thereby ensuring a highly stable
and safe product for internal administration.

Furthermore, the Saponification Value of
247.5 and an lodine Value of 2.025 accurately map
the average molecular weight of the fatty acids and
the degree of unsaturation within the lipid matrix,
respectively. Finally, an Unsaponifiable matter
content of 0.20% ensures the precise proportion of
non-glyceride bioactive components derived from
the Kalka and Kashaya.

V.  Conclusion

Probable Mode of Action as noted in our
earlier discussion on its pharmacodynamics, the
systemic efficacy of Vrishadi Ghrita relies on its
unique Rasa Panchaka—predominantly its Tikta
(bitter) and Kashaya (astringent) tastes, combined
with Ushna Veerya (hot potency). These properties
inherently = possess Vishahara (anti-toxic)
characteristics that stimulate cellular metabolism
and clear deep-seated systemic toxins. Furthermore,
the formulation exhibits complex antioxidant
activity, demonstrating a significant ability to
reverse toxicant-induced lipid peroxidation and
restore antioxidant parameters. The lipophilic nature
of the Ghrita acts as a highly efficient delivery
vehicle, allowing these bioactive phytochemicals to
penetrate deep into tissues to neutralize synthetic
toxins thus it has been advised in the treatment of
Gara Visha by Vangasena in Vangasena samhita
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