SUPPLIMENTARY DOCUMENTS
[image: image18.emf]
SF-1. Overlay Spectra of Prenoxdiazine HCl
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SF-2. HPLC chromatogram of Prenoxdiazine HCl developed in mobile phase comprising (a) ACN and water (50:50), (b) ACN and water (70:30), (c) ACN and water (80:20)
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SF-3. UPLC chromatogram of Prenoxdiazine HCl developed in mobile phase comprising (a) Phosphate buffer (pH 3) and acetonitrile (b) Phosphate buffer (pH 5): acetonitrile, (c) Phosphate buffer (pH 6.8): Acetonitrile
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SF-4. UPLC chromatogram of Prenoxdiazine HCl increased sampling rate of detector
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SF-5. Effect of diluent composition on peak shape of Prenoxdiazine HCl (a) Acetonitrile: water (80:20) and (b) methanol: water (80:20)
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SF-6. UPLC chromatograms of forced degradation study of Prenoxdiazine HCl (a) untreated, (b) Acid, (c) Base, (d) Oxidative, (e) thermal and (f) Photo degradation
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SF-7 Overlaid chromatograph of linearity in UPLC
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SF-8. Overlaid Chromatogram of diluent and standard Prenoxdiazine HCl for specificity
ST-9. Absorbance Vs. Concentration of standard Prenoxdiazine HCl in UV-VIS spectroscopy
	Sr. No.
	Concentration (ppm)
	Absorbance at 259 nm

	1
	80
	0.055

	2
	90
	0.096

	3
	100
	0.109

	4
	110
	0.122

	5
	120
	0.135


ST-10. Repeatability studies for Prenoxdiazine HCl in UV-VIS spectroscopy
	Sr. No.
	Concentration

(ppm)
	Absorbance at 259 nm
	Mean
	S.D.
	%RSD

	1
	80
	0.109
	0.105533
	0.001169
	1.07

	2
	
	0.107
	
	
	

	3
	
	0.110
	
	
	

	4
	
	0.109
	
	
	

	5
	
	0.105
	
	
	

	
	
	0.110
	
	
	


ST-11. Precision studies for Prenoxdiazine HCl in UV-VIS spectroscopy

	Sr. No.
	Concentration

(ppm)
	Mean Absorbance at 259 nm N=3
	S.D.
	%RSD

	1
	80
	0.095333
	0.001155
	1.21

	2
	100
	0.105667
	0.001525
	1.40

	3
	120
	0.123
	0.001
	0.51


ST-12. Accuracy studies for Prenoxdiazine HCl in UV-VIS spectroscopy
	Drug
	% Normal amount
	Actual amount
	Spiked amount
	Total amount
	Amount found (n=3)
	% Recovery (n=3)

	Prenoxdiazine HCl
	80
	40
	32
	72
	71.32
	99.05

	
	100
	
	40
	80
	81.24
	101.55

	
	120
	
	48
	88
	87.11
	98.98


ST-13. Robustness studies for Prenoxdiazine HCl in UV-VIS spectroscopy
	Sr. No. 
	Wavelength

(nm)
	Absorbance at 100 ppm solution
	Mean
	S.D.
	%RSD

	1
	258.50
	0.105
	0.105667
	0.000577
	0.53

	2
	259.00
	0.109
	
	
	

	3
	259.50
	0.109
	
	
	


ST-14. LOD and LOQ for the estimation of for Prenoxdiazine HCl
	Parameter
	Value

	S.D. of the y- intercepts of the 3 calibration curves
	0.00049

	Mean slope of the 3 calibration curves
	0.0126

	LOD = (3.3 × S.D.)/ Slope (µg/mL)
	0.12

	LOQ = (10 × S.D.)/ Slope (µg/mL)
	0.39


ST-15. Analysis of test solution (Libexin Tablets) of the estimation for Prenoxdiazine HCl
	Drug
	Label Claim
	Test Concentration (µg/mL)
	Amount found (µg/mL)
	% Assay

	Prenoxdiazine HCl
	150 mg
	40
	40.32
	100


ST-16. Selection of Mobile Phase and Optimization of mobile phase in HPLC for the estimation of Prenoxdiazine HCl
	Drug Name
	Mobile Phase
	Ratio (%v/v)
	pH
	Remark

	Prenoxdiazine HCl (10 ppm)
	ACN: Water
	50:50
	-
	Uneven peak shape observed

	Prenoxdiazine HCl (10 ppm)
	ACN: Water
	60:40
	-
	Uneven peak shape observed

	Prenoxdiazine HCl (10 ppm)
	ACN: Water
	70:30
	-
	Uneven peak shape observed.

Shift in retention time

	Prenoxdiazine HCl (10 ppm)
	ACN: Water
	80:20
	-
	Peak observed.

Shift in retention time

	Prenoxdiazine HCl (10 ppm)
	MeOH: Water
	50:50
	-
	Uneven peak shape o  bserved

	Prenoxdiazine HCl (10 ppm)
	MeOH: Water
	60:40
	-
	Peak observed.

Shift in retention time

	Prenoxdiazine HCl (10 ppm)
	MeOH: Water
	70:30
	-
	Peak observed.

Shift in retention time

	Prenoxdiazine HCl (10 ppm)
	MeOH: Water
	80:20
	-
	Peak tailing was observed

	Prenoxdiazine HCl (20 ppm)
	MeOH: Water
	80:20
	-
	Peak tailing was observed


ST-17. System suitability parameter for the HPLC studies of Prenoxdiazine HCl

	Sr. No.
	Retention Time
	Theoretical Plates
	Tailing Factor

	1
	2.932
	5673
	1.369

	2
	2.934
	5666
	1.367

	3
	2.933
	5679
	1.368

	4
	2.935
	5672
	1.364

	5
	2.930
	5668
	1.366

	6
	2.931
	5670
	1.365

	Mean
	2.9325
	5671.34
	1.3665

	SD
	0.0018
	4.5460
	0.0018

	%RSD
	0.039
	0.080
	0.131


ST-18. Repeatability of Prenoxdiazine HCl in the HPLC studies
	Sr. No.
	Concentration

(ppm)
	Area at 259 nm
	Mean
	S.D.
	%RSD

	1
	80
	95.849
	95.622
	0.4175
	0.436

	2
	
	95.613
	
	
	

	3
	
	94.647
	
	
	

	4
	
	95.583
	
	
	

	5
	
	96.112
	
	
	

	6
	
	95.713
	
	
	


ST-19. Intraday Precision studies of Prenoxdiazine HCl in the HPLC studies
	Sr. No.
	Concentration

(ppm)
	Mean Area at 259 nm (n=3)
	S.D.
	%RSD

	1
	60
	105.925
	0.525
	0.495

	2
	80
	113.949
	0.293
	0.257

	3
	100
	124.92
	0.862
	0.690


ST-20. Accuracy studies of Prenoxdiazine HCl in the HPLC studies
	Drug
	% of normal amount
	Actual amount
	Spiked amount
	Total amount
	Amount found (n=3)
	% recovery (n=3)

	Prenoxdiazine HCl
	80
	40
	32
	72
	70.99
	98.59

	
	100
	
	40
	80
	81.04
	101.3

	
	120
	
	48
	88
	88.31
	100.35


ST-21. Robustness of the method due to change in the flow rate
	Drug
	Concentration

(µg/mL)
	Area
	Mean

Area

(n=3)
	SD
	%RSD

	
	
	0.9 mL
	1.0 mL
	1.1 mL
	
	
	

	Prenoxdiazine HCl
	60
	105.93
	106.32
	106.99
	106.418
	0.53
	0.50

	
	80
	113.35
	114.80
	115.67
	114.60
	1.17
	1.02

	
	100
	124.62
	125.28
	125.93
	125.27
	0.65
	0.51


ST-22. Robustness of the method due to change in the wavelength 

	Drug
	Concentration

(µg/mL)
	Area
	Mean

Area

(n=3)
	SD
	%RSD

	
	
	258 nm
	259 nm
	260 nm
	
	
	

	Prenoxdiazine HCl
	60
	104.11
	105.33
	106.33
	105.26
	1.11
	1.05

	
	80
	112.63
	113.98
	114.84
	113.82
	1.11
	0.97

	
	100
	122.86
	125.23
	126.77
	124.95
	1.97
	1.57


ST-23: LOD and LOQ studies for the estimation of Prenoxdiazine HCl in the HPLC

	Parameter
	Value

	S.D. of the y- intercepts of the 3 calibration curves
	0.0061

	Mean slope of the 3 calibration curves
	0.4697

	LOD = (3.3 × S.D.)/ Slope (µg/mL)
	0.041

	LOQ = (10 × S.D.)/ Slope (µg/mL)
	0.123


ST-24. Analysis of test solution (Libexin Tablets) for the estimation of Prenoxdiazine HCl in the HPLC
	Drug
	Label Claim
	Test Concentration (µg/mL)
	Amount found (µg/mL)
	% Assay

	Prenoxdiazine HCl
	150 mg
	40
	40.67
	101


ST-25: Effect of mobile phase composition on the resolution of Prenoxdiazine HCl peak 
	Sr. no.
	Mobile phase composition
	Observation
	Figure

	1
	Phosphate buffer pH 3 and acetonitrile
	Poor peak shape with prominent tailing and no baseline stabilization
	SF-4a

	2
	Phosphate buffer pH 5: acetonitrile
	Improved peak shape however tailing was still present. Appearance of additional peaks
	SF-4b

	3
	Phosphate buffer pH 6.8: acetonitrile
	Broadening of peak with tailing was evident. Additional prominent peak was visible very close to drug peak
	SF-4c

	4
	ACN and Water (80:20)
	Very poor peak shape and low response
	SF-6a

	5
	MeOH and Water (80:20)
	Splitting of drug peak and no baseline stabilization
	SF-6b


ST-26: Results of precision studies for UPLC
	Sr No.
	No. of injection
	Area

	1
	1
	2252662

	2
	2
	2235512

	3
	3
	2235977

	4
	4
	2232185

	5
	5
	2216669

	6
	6
	2215450

	Mean
	
	2231410

	% RSD
	
	0.6%


	Sample parameter
	25 oC
	2-8 oC

	
	Initial
	After 24 h
	After 72 h
	Initial
	After 24 h
	After 72 h

	Mean Area
	2258960
	2257754
	2257322
	2258960
	2260764
	2256665

	% recovery
	100
	99.9
	99.8
	100
	100.1
	99.8

	Difference
	-
	0.1
	0.2
	-
	0.1
	0.2


ST-27: Results of Solution stability

ST- 28a: Assessment of RP-UPLC altering flow rate
	Factor
	0.4 ml/min (As per Method)
	0.3 ml/min
	0.35 ml/min

	Area
	2250987
	2245367
	2248999

	RT
	2.5
	2.7
	2.8

	Plate count
	17290
	18225
	18009

	Asymmetry
	1.1
	1.3
	1.2


28b: Assessment of RP-UPLC altering temperature

	Factor
	Ambient (As per Method)
	30 oC
	35 oC

	Area
	2250987
	2255367
	2255982

	RT
	2.5
	2.7
	2.8

	Plate count
	17290
	18678
	18990

	Asymmetry
	1.1
	1.2
	1.2


* RT - Retention time
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