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and after derivatisation in vanillin-sulphuric acid spray reagent and scanned under UV 254
and 366 nm. Ry, colour of the spots and densitometric scan were recorded. Results: Under
Short UV, 2 and 3 peaks were observed for Kalyanaka Ghrita and Ksheerakalyanaka Ghrita
respectively.4 Peaks were observed under long UV for Kalyanaka Ghrita and 3 peaks were
observed for Ksheerakalyanaka Ghrita. Under post derivatisation, 6 peaks were observed for
Kalyanaka Ghrita and 7 peaks were observed for Ksheerakalyanaka Ghrita. Conclusion:

The peaks observed in HPTLC can be considered for fingerprint profile analysis.
KEYWORDS: Kalyanaka Ghrita, Ksheera Kalyanaka Ghrita, HPTLC.

INTRODUCTION

Kalyanaka Ghrita is a formulation which has been mentioned in various classical
compendium of Ayurveda like Charaka Samhita, Sushruta Samhita, Ashtanga Hrudaya etc.
According to the reference in Charaka Samhita, it is a poly herbal preparation comprising of
28 drugs. Along with the reference of Kalyanaka Ghrita, Acharya Chakrapanidatta has
quoted the reference of Ksheerakalyanaka Ghrita. The only difference between both the
formulations is the ratio of water and the addition of milk in case of Ksheerakalyanaka
Ghrita.

The phytochemical constituents of polyherbal formulations like Kalyanaka Ghrital! and
Ksheerakalyanaka Ghrital® is very complex and assessing the stability is very challenging
also. An attempt is made to standardise Kalyanaka Ghrita as per the reference of Charaka
samhita and Ksheera kalyanaka Ghrita as per the reference of Chakradatta by High

Performance Thin Layer Chromatography.!

OBJECTIVES
To standardise and evaluate the different constituents present in Kalyanaka Ghrita and
Ksheerakalyanaka Ghrita.

MATERIALS AND METHODS
Materials required: Water bath, pipette, pre-coated silica gel plate, Linomat 5 applicator,

vanillin-sulphuric acid spray, alcohol, toluene, ethyl acetate, etc.

Sample preparation for HPTLCE!
Sample obtained in the procedure for the determination of unsaponifiable matter is dissolved

in 10 ml of chloroform and was used for HPTLC.
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PROCEDURE
4ul and 8ul of the above sample of Kalyanaka ghritha and Ksheerakalyanaka ghritha was
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applied on a precoated silica gel F254 on aluminum plates to a band width of 8 mm using

Linomat 5 TLC applicator. The plate was developed in Toluene — Ethyl acetate (9:1) and the

developed plates were visualized under UV 254 and 366 nm, and after derivatisation in

vanillin-sulphuric acid spray reagent and scanned under UV 254 and 366 nm. Ry, colour of

the spots and densitometric scan were recorded.

RESULTS

The R¢ value of sample of Kalyanaka Ghrita and Ksheerakalyanaka Ghrita obtained after

HPTLC is depicted in Table 1.

Table 1: R Values of Samples of Kalyanaka Ghrita (K.G) and Ksheerakalyanaka
Ghrita(K.K.G).

Short UV Long UV Post derivatisation
KG KKG KG KKG KG KKG

- - - - 0.04 (D. purple) 0.04 (D. purple)
- - - - - 0.07 (D. purple)

0.09 (L. green) | 0.09 (D. green) - - - -

- - -- - 0.11 (D. purple) -
- 0.13 (L. green) - - 0.13 (D. purple)
- - - - - 0.18 (D. purple)
- - - - - 0.23 (D. purple)

- - 0.33 (F. blue) - - -
- - - - 0.35 (D. purple) 0.35 (D. purple)

- - - - 0.44 (D. purple) -

0.48 0.48

0.48 (L. green)

(F aqua. blue) | (F. blue)

- - - - 0.52 (D. purple) 0.52 (D. purple)
- 0.55 (L. green) - - - -

0.82 0.82
i i (F. blue) (F. blue) i )
- - - - 0.87 (L. purple) -

0.92 0.92
i i (F. blue) (F. blue) i i

*L — light; D — dark; F - fluorescent
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FIGURES

Short UV Long UV Post derivatisation
Figure 1: HPTLC Photodocumentation of sample of Kalyanaka Ghritha and Ksheera

kalyanaka Ghritha.

Track 1: Kalyanaka ghritha - 4pl

Track 2: Ksheera kalyanaka ghritha - 4pl

Track 3: Kalyanaka ghritha - 8l

Track 4: Ksheera kalyanaka ghritha - 8ul

Solvent system- Toluene: Ethyl acetate (9.0: 1.0)
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Figure 2: Densitometric scan of the sample at 254nm
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Track 3. |D: Kakkanka ghritha
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Fig 2a: Kalyanaka ghritha.

Track 4. |D: Ksheera kalyanaka ghritha

Fig 2b. Ksheerakalyanaka ghritha
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Figure 3: Densitometric scan of the sample at 366nm.

Track 3, 10 Kalyanka ghritha

Peak | Start Start Max Max Max End End Area Area
Position| Height | Position| Height % Position | Height %
1] 001 Rf 42A0 O003Rf 936AU 411% 004Rf 35AU0 &343A0 132%
2| O00D4Rf 37AU O006Rf 1277AU 561% O008Rf 13AU 16507TAU 261%
3 O00%Rf 07AU OMEREf 2835AU0 1157% 016Rf 541AU0 83029AU 1315%
4 016Rf 154440 018Rf 19655AU0 853% 024Rf 773AU B839653AU 1409 %
B 02TRf 1705AU 028Rf 1524AU0 345% 030RfE627AU 284591 AU 467 %
6| O030Rf 1628AU 033Rf 1906AU0 B837% O03Rf7TITAU 49761AU0 7BE%
¥l 0HMRf 17T19AU0 036Rf 1831.0AU0 795% 039Rf235AU 338648AU 612%
8 O039Rf 288AU 044Rf 1331AU0 534% 045Rf27.0AU 33520AU0 531 %
9| O046Rf 1273AU0 O047Rf 1600AU 742% OS0Rf77F4AU 32353AU0 512%
10| O054Rf 828AU O055Rf 1M94A0 524% 055RfS9595AU 17706AU 280%
11| O057FRf S783AU O059Rf 1398AU 614% 062Rf 00AU 29572AU 4568%
12| 083Rf 0.2AU O070Rf 24723AU 1038% 077 Rf 09.0AU 144156AU 2283 %
13| OF7Rf 1081AU0 OTFBRf 1M05AU 485% OB7Rf316AU 43202AU0 B6B84%
14| 051 Rf 335AU O052Rf 543A0 239%% O094Rf 96AU 4534140 078%
15| 0S54 Rf 95AU O0833Rf S5759A0 254% O099Rf251AU 11128AU0 1.75%
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Fig 3a: Kalyanaka ghritha.
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Track 410 ksheera kalpanaka ghritha

Fig 3b: Ksheerakalyanaka ghritha
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Figure 4: Densitometric scan of the sample at 620nm.
Track 3. 10 Kalyanka ghritha
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Fig 4a. kalyanaka ghritha.

Track 4, I Kzheera kalyanaka ghritha

Peak | Start Start Max Max Max End End Area Area
Position Height | Position| Height | % | Position Height %
1] 000Rf 17AU O003Rf 2940AU 1158% O0.04Rf 09.7AU 30965AU 475%
2| 0.04Rf 2101AU O0O07Rf 391.0AU 1540% 0.09Rf 628AU B8376.1AU 1284 %
3| 0.09Rf 2629AU O010Rf 291.9AU 11.50% 0.13Rf 59.5AU 58842AU 9.02%
4| 013Rf 16801AU 0.18Rf 313.2AU 1234%  0.21Rf 20.3AU 10208.9AU 1585%
5| D021Rf 1205AU 022Rf 1265AU 498% 026Rf 866AU 33989AU 521%
6| O026Rf 862AU O030Rf 969AU 382% O033RfB06AU 41964AU 643%
7| 034Rf B1.8AU 042Rf 3621AU 1426% 043 Rf 45.8AU 102821AU 1576 %
8| 043Rf 34BTAU 045Rf 3572AU 1407% 0.50Rf 33.9AU 97252AU 1491 %
9| O050Rf 339AU O053Rf 484AU 191% O055Rf 43.4AU 13074AU 200%
10| O057Rf 43.8AU O0G63Rf 2458AU 968% OFORf 07AU B84643AU 1298 %
11| 083Rf 02AU 086Rf 11.8AU 046% O080Rf 22ZAU 2833AU 043%
Fig 4b. Ksheerakalyanaka ghritha.
DISCUSSION

On analysing the HPTLC reports,it was observed that at 254nm(Fig.2) two peaks were
observed at R¢ value of 0.09 and 0.48 for Kalyanaka Ghrita and three peaks were observed
for Ksheerakalyanaka Ghrita at R¢ value 0.09,0.13 and 0.55.At 366nm(Fig.3) for Kalyanaka
Ghrita, four peaks were observed at R¢ value 0.33,0.48,0.82 and 0.92 and three peaks were
observed for Ksheerakalyanaka Ghrita at R¢ value of 0.48,0.82and 0.92.At 620nm(Fig 4), six
peaks were observed at R¢ value of 0.04,0.11,0.35,0.44,0.52 and 0.87 for Kalyanaka Ghrita
and seven peaks were observed at Ry value of 0.04,0.07,0.13,0.18,0.23,0.35 and 0.52 for

Ksheerakalyanaka Ghrita.
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CONCLUSION

The peaks observed in HPTLC can be considered for fingerprint profile analysis in order to
get standard markers of the sample drug. To get a clear picture of the composition, there
should be standard markers and test should be conducted with different solvent system which
is out of the limit of the study. It is difficult to compare and interpret the results and it
requires much detailed study with trial and error method. The addition of milk as an
ingredient to the formulation can bring about changes in physico-chemical parameters as well
as therapeutic properties.
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